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The present invention provides peptides having T cell stimulating activity termed recombitope peptides, Recombitope pep- 
tides of the invention preferably comprise at least two T cell epitopes derived from the same or from different protein antigens, 
and preferably comprise at least two regions, each region preferably having human T cell stimulating activity and each region 
comprising at least one T cell epitope derived from a protein antigen. Recombitope peptides of the invention can be derived from 
protein allergens, auto antigens, or other protein antigens. The invention also provides methods of diagnosing sensitivity to a pro- 
tein allergen or other protein antigen in an individual, methods to treat such sensitivity and therapeutic compositions comprising 
one or more recombitope peptides. The invention further provides methods for designing recombitope peptides of the invention 
where the protein antigen to which the individual is sensitive has unknown or ill-defined T cell epitopes. 
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RECOMBITOPE PEPTIDES 

Rp.latftri Applications 

This application is a continuation-in-part of U.S.S.N. 662.276 entitled "A 
Human T Cell Reactive Cat Protein Isolated from House Dust and Uses Therefor," 
filed February 28, 1991, which is a continuation-in-part of U.S.S.N. 431,565 entitled 
"A Human T Cell Reactive Cat Protein Isolated from House Dust and Uses 
Therefor," filed November 3, 1989, the teachings of which are incorporated herein by 
reference. 

RapVgmnnd of the Invention 

T lymphocytes can mediate and regulate both the specific and non-specific 
effector mechanisms of immune responses. CD4+ T lymphocytes provide help for 
antibody production and secrete cytokines which modulate the growth of other T 
cells and the growth and differentiation of other immune cells such as monocytes and 
granulocytes. Functional and biochemical studies have demonstrated that the 
generation of cellular immune responses depends upon antigen receptors on T cells 
that recognize peptide fragments of foreign proteins associated with products of the 
major histocompatibility complex (MHC) that are expressed on antigen-presenting 
accessory cells. Recent advances in technology have made it possible to culture 
efficiently antigen-specific human and mouse T cell lines and clones in YifiQ. In 
addition, it is now possible to produce large amounts of protein antigens or their 
fragments using recombinant DNA technology or solid phase peptide synthesis. 
Thus, in the last few years, several research groups have begun to determine the 
linear amino acid sequences of antigenic proteins that are recognized by T cells in 
association with MHC (T cell epitopes). 

Peptides derived from a variety of protein antigens, including bacterial and 
viral pathogens, autoantigens, allergens and other experimental antigens such as hen 
egg lysozyme (HEL), ovalbumin (OVA) and lambda repressor (cl) have been 
examined for the ability to stimulate antigen-specific T cells. A wide size spectrum 
of peptides has been reported to serve as T cell epitopes. For example, OVA amino 
acid residues 324-339 (Shimonkevitz, R. et aL, J. Immunol.. 133:2167 (1984)), HEL 
amino acid residues 74-96 (Shastri, N. et aL, J. Exp. Med. 164:882-896 (1986); and 
lambda repressor (cl) amino acid residues 12-26 (Lai, M.-Z et aL. J, Immunol, 
139:3973-3980 (1987)) have been demonstrated to trigger efficiently whole protein- 
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primedTcells. A peptide derived from Hepatitis B surface antigen (HBsAg amino 
acid residues 19-33) has recendy been shown to stimulate T cell responses in a 
majority of human subjects who had been immunized with a recombinant hepauus B 
vaccine (Schad, V.C et aL, SMS ffl frMMWL 3*17-224 (1991)). Amajor 
mycobacterial antigen 65-kD protein has also been epitope-mapped (Lamb J.R. et 
aL EtfBQJ„6(5)-1245-1249(1987)). Tcell epitopes have been identified in the 
peptides comprised of amino acid residues 112-132 and 437-459 of the 65-kD 
protein. Myelin basic protein (MBP), an antoandgen which induces expenmental 
autoimmune encephalomyelitis (EAE) and the presumed autoantigen in multiple 
sclerosis (MS) has also been epitope-mapped in both human (Ota, K. etaL fiaflffi, 
346-183-187 (1990)) and rodent (Zamvil et aL, Mte 324:258-260(1986)) systems. 
OtaetaLrmveidentifiedamajorTceUepitopere^ 

annuo add residues 84-102. Minor epitopes (MBP amino acid residues "3-168, 61- 
82, 124-42 and 31-50) recognized by T cells from MS patients were also described. 
Zamvil et aL have shown that MBP amino acid residues 1-11 contain the major T 
cell epitope(s) causing EAE, in susceptible rodent strains. 

T cell epitopes present in allergenic proteins have very recendy been 
described (OKebir,R.etaU Arm Rffl TmffTOnoL, 9:67-95 (1991)). Several peptides 
derived from the house dust mite allergen DSLP. I have been shown to be T cell- 
reactive (Thomas, W.F.,^ In Fpftopr S of Atopic ft Wfffnw PjflBjfidmgS of 
w^pfnT rvtvrnn n rn 0 fjhe_Eun 3P jaD Amdrmvof Aftm wwl 
j mms it Sig ^Bi^niS e9 t. 1989) pp. 77-82; OTIehir, KB. AsBBaLRejaew 
ImnMJ0te9:67-95 (1991); Stewart, GA. gLal Im F pi t OI ^ Of Atopic AMCTSM 

andjMalJ mogv. Berlin (Sept. 1989) pp 41-47; and YesseL H. suL In: 1 

IJflsanc&Con^^ ATcdl " 
stimulatory peptide cierivedtrom the short ragweed allergen AffilLa I amino acid 
residues 54-65 has also been reported (Rothbard, IB. eiaL, CdL 52: 515-523 (1988). 
UsmgapanelofTceE clones derived from a rye grass-allergic mdividuaL Perez et 
aL demonstrated that T cell epitopes are contained within amino arid residues 191- 
210 of the protein allergen LaLpi (Perez, M. rt $ , T BiflL Chern,, 265(27):16210- 
16215(1990)). 
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Summary of the Invention 

The present invention provides isolated peptides having T cell stimulating 
activity, termed recombitope™ peptides. Recombitope peptides of the invention 
preferably have human T cell stimulating activity. In addition, recombitope peptides 
of the invention preferably comprise at least two T cell epitopes derived from the 
same or from different protein antigens, and more preferably comprise at least two 
regions, each region comprising at least one T cell epitope derived from a protein 
antigen and each region preferably having human T cell stimulating activity. In 
some instances, recombitope peptides comprise three such regions derived from the 
same or from different protein antigens. As used herein, a region of a recombitope 
peptide comprises at least 5 and preferably at least 7 amino acid residues. Typically, 
recombitope peptides comprise regions which are arranged in a configuration 
different from a naturally-occurring configuration of the regions in a protein antigen 
in order to eliminate undesired properties associated with the secondary or tertiary 
structure of die protein antigen while m aintainin g the primary structure dependent 
human T cell stim ulatin g activity. For example, the regions can be derived from the 
same protein antigen ami arranged in a noncontiguous configuration or in a 
noncontiguous configuration and a nonsequential order 

Recombitope peptides of the invention can be derived from protein allergens. 
These recombitope peptides preferably have minimal immunoglobulin E stimulating 
activity and bind immunoglobulin E to a substantially lesser extent than protein 
allergens from which die recombitope peptides are derived bind immunoglobulin E. 
More preferably, recombitope peptides derived from protein allergens do not bind 
immunoglobulin E specific for die protein allergens in a substantial percentage (at 
least about 75%) of die individuals sensitive to die protein allergens, or if such 
binding occurs, such binding does not result in mediator release, e.g. histamine, from 
mast cells or basophils. In addition, recombitope peptides can be derived from 
autoantigens, such as insulin, myelin basic protein and acetylcholine receptors. These 
recombitope peptides preferably do not bind immunoglobulin specific for the 
autoantigen in a substantial percentage (at least about 75%) of a population of 
individuals sensitive to the autoantigen. Further, recombitope peptides derived from 
protein allergens or other protein antigens can be designed such that an undesirable 
property of the native protein (e.g., enzymatic activity) can be eliminated for 
therapeutic purposes. 

The invention also provides methods of diagnosing sensitivity to a protein 
allergen or other protein antigen in an individual, methods to treat such sensitivity 
and therapeutic compositions comprising one or more recombitope peptides. For 
example, methods of detecting specific Delayed Type Hypersensitivity and/or 
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specific Immediate Type Hypersensitivity in an individual to at least one protein 
allergen or other protein antigen are disclosed According to one method, a specific 
Delayed Type Hypersensitivity test utilizing a recombitope peptide of the invenuon 
can be administeiedto an individual and the extent to which a specific Delayed Type 
Hypersensitivity reaction occurs in the individual can be determined. In another 
method, the presence of immunoglobulin E specific for at least one protein allergen 
can be determined in an individnal and the ability of T cells of the individual to 
respond to T cell epitope(s) of the protein allergen assessed. In this embodiment, a 
specific Immediate Type Hypersensitivity test utilizing a protein allergen or a portion 
thereof, or a modified f brm of a protein allergen or a portion mereof, each of which 
binds immunoglobulin E specific for the protein allergen is administered to 
individuals. Additionalfy.aspecificDela^^ 

modified form of the protein allergen or a portion thereof, or a protein allergen 
produced recombinandy, or a recombitope peptide derived from a protein allergen, 
each of which has human T cell stimulating activity and each of which does not bmd 
immunoglobulin E (IgE) specific for the protein allergen or if binding occurs, such 
binding does not result in release of mediators from mast cells or basophils in a 
substantial percentage of the population of individuals sensitive to the allergen (e.g. 
at least about 75%) is administered to the same individuals prior to, simultaneously 
with, or subsequent to administration of the Inunediate Type Hypersensitivity test 
Those individuals exhibiting both a specific Immediate Type Hypersensitivity 
reaction and a specific Delayed Type Hypersensitivity reaction are administered a 
therapeutically effective amount of a therapeutic composition comprising the 
modified form of the protein allergen or portion thereof, the recombinandy produced 
protein allergen, or the recombitope peptide derived from a protein allergen, and a 
pharmaceutical^ acceptable carrier or diluent, since it is believed that administering 
to an individnal such a therapeutic composition will serve to desensitize the 
individual to the protein allergen. 

Recombitope peptides derived from protein antigens and having human T cell 
stimulating activity can also be used in other methods of determining in individuals 
the presence of immunoglobulin specific for a protein antigen and the ability of T 
cells of the individuals to be stimulated by T cell epitope(s) of the protein antigen. 
One such method comprises combining a first blood sampfe obtained from an 
individual or at least one portion of the sample with the protein antigen, a modified 
form of me protein antigen, or a portion of either, each of which binds 
immunoglobulin specific for the protein antigen. The sample and antigen are 
combined under conditions appropriate for binding of blood components, e.g., 
immunoglobulin, in the sample or portion thereof with the protein antigen, modified 
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protein antigen or portion of either of the antigens. If binding occurs, a second blood 
sample obtained from the individual or a second portion of the original sample is 
combined with a rccombitope peptide comprising at least two regions derived from 
the protein antigen, a modified form of the protein antigen or a portion thereof, or the 
protein antigen produced recombinantly, each of which has human T cell stimulating 
activity and each of which preferably does not bind immunoglobulin specific for the 
protein antigen in a substantial percentage of the population of individuals sensitive 
to the antigen (e.g., at least about 75%), in order to determine whether T cell 
stimulation occurs. If T cell stimulation occurs, the individual is preferably 
administered a therapeutically effective amount of a therapeutic composition 
comprising the modified form of the protein antigen or a portion thereof, the 
recombinantly produced protein antigen, or the recombitope peptide, and a 
pharmaceutically acceptable carrier or diluent, since it is believed that administering 
to an individual such a therapeutic composition will desensitize the individual to die 
protein antigen. 

Methods for designing recombitope peptides of the invention are also 
provided where the protein antigen to which the individual is sensitive has unknown 
or ill-defined T cell epitopes (e.g., some or all of die peptide regions of the protein 
antigen which have human T cell stimulating activity to the protein antigen have not 
been defined by standard T cell biology techniques, e.g., Current Protocols m 
Immunology, edited by Coligan, J.R et aL, volume 1, (1991), or the precise human T 
cell epitopes of the protein antigen have not been defined by fine mapping 
techniques). According to one method, the known protein structure of an allergen or 
other protein antigen is reviewed and the allergen or other antigen is theoretically 
divided into at least two peptide regions of desired lengths. By theoretically is meant 
something that does not actually take place but rather a thought process, e.g~, occurs 
on paper or in one's head. This division can be arbitrary, can be made according to 
an algorithm, or can be wholly or partially based on regions of the protein antigen 
known to have T cell stimulating activity, preferably human T cell s timul a t i ng 
activity. When just a few regions of a protein antigen which have T cell stimulating 
. activity are known or when all the regions of the protein antigen which have human T 
cell stimulating activity are unknown, preferably, at least 50% and more preferably, 
the entire protein is divided into peptide regions of desired lengths. The peptide 
regions are then theoretically arranged to form at least one recombitope peptide in 
which die regions are rearranged in a noncontiguous order. Subsequendy, at least 
one recombitope peptide having a rearranged configuration is produced and the 
ability of the recombitope peptide to stimulate human T cells is determined. In a 
further embodiment, the ability of a recombitope peptide found to have human T cell 
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stimulating activity is tested to determine its ability to bind immunoglobulin specific 
for the allergen or other antigen, or is tested for the absence of another undesired 
property (e.g., protease activity). 

PrirfTV-scription of the Drawings 

Flg _ i ^ me nucleic acid sequence and deduced amino acid sequence of chain 

1 of the human T Cell Reactive Feline Protein (TRFP) including leader sequences A 
andB. 

Hg. 2 is the nucleic acid sequence and deduced amino acid sequence of chain 

2 of TRFP including a leader sequence. 

Fig. 3 is a graphic representation depicting the response of T cells isolated 
from cat-allergic patients and primed with affinity-purified TRFP to overlapping 
TRFP peptides analyzed by the ranked sum of peptide responses. 

Kg. 4 is the amino acid sequences of peptide X, peptide Y, peptide Z, peptide 
A and peptideB of TRFP, each of which contains at least one T cell epitope of 
TRFP. 

Hg.5is a schematic representation of the construction of arecombitope 
peptide YZX using polymerase chain reaction (PGR) techniques. 

Fig. 6 is a schematic representation of the construction of a recombitope 
peptide AYZXB using PCR techniques. 

Kg. 7 is the nucleic acid sequences of oligonucleotides C, D, E, F, G, H, and I 
used in the construction of the recombitope peptide YZX and oligonucleotides J, K, 
L, M, N and O used in the construction of the recombitope peptide AYZXB. 

Fig. 8 is the nucleic acid sequence (utilizing E. coli expression codons) and 
the deduced amino add sequence comprising recombitope peptide YZX. A thrombin 

cleavage site is shown. 

Rg. 9 is a schematic representation of the construction of a recombitope 
peptide YZX using PCR techniques with cDNA isolated from TRFP as a template. 

Hg. 10 is the nucleic acid sequences of primers used in the construction of 
recombitope peptides XZY, YXZ, and ZXY. 

Fig. 11 is a graphic depiction of the amino acid sequence of the individual 
primers used to construct the recombitope peptides XZY, YXZ and ZXY. 

Hg. 12 is a schematic representation of the construction of a recombitope 
peptide derived from phosphohpase A 2 , which has iU-defined T cell epitopes. 

Hg. 13 is a representation of the results of SDS/PAGE Western immunoblot 
analysis detecting the binding of human IgE obtained from a cat allergic individual to 
various protein samples, including recombitope peptides XYZ, XZY, YXZ; YZX, 
• ZXYandZYX 
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Fig. 14 is a graphic representation of the results of ELISA analysis illustrating 
the binding of human IgE obtained from a cat allergic individual to various protein 
samples, including recombitope peptides XYZ, XZY, YXZ, YZX, ZJtY, and ZYX. 

Fig. 15a, 15b and 15c are graphic representations depicting the responses of T 
cell lines from three patients primed m vitro to TRFP, recombitope peptide YXZ, or 
recombitope peptide YZX, and analyzed for response to various peptides. 

Fig. 16 is a graphic representation depicting responses of murine T cells 
immunized with recombitope peptide YZX and analyzed for response in vitro to 
culture with the recombitope peptide YZX as measured by IL-2 production. 

Detailed DsaadiaiQn of the invention 

The present invention relates to isolated peptides, termed recombitope 
peptides, having T cell stimulating activity, such as induction of T cell proliferation, 
lymphokine secretion and/or T cell anergy/tolerization. Recombitope peptides of the 
invention preferably have human T cell stimulating activity and are useful in 
diagnosing and treating sensitivity in an individual to a protein allergen, antoantigen 
or other protein antigen. In general, preferred recombitope peptides within the scope 
of the invention comprise at least two regions derived from the same or from 
different protein allergens or other protein antigens, each region preferably having 
human T cell stimulating activity as determined by standard T cell biology 
techniques, and thus comprising at least one T cell epitope. In order to determine 
precise T cell epitopes by, for example, fine mapping techniques, the peptide regions 
comprising at least one T cell epitope that have been defined by standard T cell 
biology techniques can be modified by addition or deletion of amino acid residues at 
either the amino or carboxy terminus of the peptide regions and tested to determine a 
change in T cell reactivity to the modified peptide. Furthermore, if two or more 
peptide regions which share an area of overlap are found to have human T cell 
stimulating activity, as determined be standard T cell biology techniques, additional 
peptides can be produced comprising all or a portion of such peptide regions and 
these additional peptides can be tested by the above fine mapping procedure. As a 
result of fine mapping, a set of human T cell epitopes comprising amino acid residues 
essential to T cell recognition can be produced 

Recombitope peptides of the invention can be produced by recombinant DNA 
techniques in a host cell transformed with a nucleic acid sequence coding for such 
* recombitope peptide, or by chemical synthesis, or in certain limited situations by 

chemical cleavage of a protein allergen or other protein antigen. When produced by 
recombinant techniques, host cells transformed with nucleic acid encoding a 
recombitope peptide are cultured in a medium suitable for the cells and recombitope 
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peptides can be purified from cell culture medium, host cells, or both using 
techniques known in the art for purifying peptides or proteins including ion-exchange 
chromatography, isoelectricfbcusing, gel filtration chromatography, ultrafiltration, 
electrophoresis or immunopurification with antibodies specific for the recombitope 
peptide, the protein allergen or other antigen from which the recombitope peptide is 
derived, or a portion thereof Thus, ooe aspect of this invention provides a 
recombitope peptide produced in a host cell transformed with a nucleic acid sequence 
coding for a recombitope peptide, or the functional equivalent of the nucleic acid 
sequence. Recombitope peptides of the invention are isolated such that the 
recombitope peptide is substantially free of cellular material or culture medium when 
produced by recombinant DNA techniques, or substantially tree of chemical 
precursors or other chemicals when synthesized chemicaliy, or obtained by chemical 
cleavage of a protein allergen or other protein antigen. 

To obtain preferred recombitope peptides of the present invention comprising 
at least twoTcell epitopes of a protein allergen or other protein antigen or at least 
two regions, each region comprising at least one T cell epitope of a protein allergen 
or other antigen, the T cell epitopes or regions containing T cell epitope(s) are 
arranged in a configuration different from anatunmy-occurring configuration of the 
T cell epitopes or regions in the allergen or antigen. For example, the T cell epitopes 
or regions containing Tcell epitope(s) can be arranged in a noncontiguous 
configuration and can preferably be derived from the same protein allergen or other 
antigen. Noncontiguous is defined as an arrangement of amino acids comprising T 
cell epitopes or regions containing T cell epitope(s) which is different than that of an 
amino acid sequence present in the protein allergen or other protein antigen from 
which the epitopes or regions are derived Furthermore, the noncontiguous T cell 
epitopes or regions containing T cell epitopes can be arranged in a nonsequential 
order (e.g^ in an order (Jiff erent from the order of the amino acids of the native 
protein allergen or other protein antigen from which the T cell epitopes or region 
containing T cell epitope(s) are derived in which amino acids are arranged from an 
amino terminus to a carboxy terminus.) A preferred recombitope peptide comprises 
at least 15%, more preferably at least 30%, even more preferably at least 50% and 
most preferably up to 100% of the T cell epitopes of a protein allergen or other 
protein antigen. 

In the situation where the T cell epitopes of a protein allergen or other protein 
antigen are unknown or ill-defined (e.g., some or all of the peptide regions of the 
protein antigen which have human T cell stimulating activity have not been defined 
by standard T cell biology techniques or the precise human T cell epitopes of the 
protein antigen have not been defined by fine mapping techniques), a recombitope 
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peptide may be obtained by reviewing the known protein structure of an allergen or 
other antigen and theoretically dividing the allergen or antigen into at least two 
peptide regions of desired lengths. For example, the protein sequence of the allergen 
or other antigen can be systematically divided into at least two non-overlapping 
peptide regions of desired lengths, or at least two overlapping peptide regions of 
desired lengths and theoretically arranged to form at least one recombitope peptide in 
which the at least two regions are rearranged in a noncontiguous and preferably 
nonsequential oider. This division into peptide regions can be arbitrary, can be made 
according to an algorithm, or can be wholly or partially based on regions of the 
protein antigen known to comprise at least one T cell epitope. 

When just a few of the peptide regions of the protein allergen or other protein 
antigen comprising at least one T cell epitope are known or when all the regions of 
the protein allergen or other protein antigens which have human T cell stimulating 
activity are unknown, preferably, at least 50% of the entire protein sequence of the 
protein allergen or other protein antigen and more preferably, the entire protein 
sequence of the protein allergen or other protein antigen is divided and rearranged 
into one or more recombitope peptides. Hie purpose behind using such a large 
percentage of the protein sequence of the protein antigen in forming the recombitope 
peptide is so that the resultant recombitope peptide comprises at least 15%, more 
preferably at least 30%, even more preferably at least 50%, and most preferably at 
least 100% of the T cell epitopes of the protein antigen. Of course, it the few peptide 
regions of the protein antigen each known to comprise at least one T cell epitope 
constitute the above-stated percentage of the T cell epitopes of the protein antigen 
and such peptide regions do not constitute at least 50% of the entire protein sequence 
of the protein antigen, it is not necessary to use such a large percentage of the entire 
protein sequence in forming the recombitope peptide. According to this method, 
recombitope peptides can then be produced recombinantiy or synthetically and the 
ability of the recombitope peptide to stimulate human T cells can be determined 
When the recombitope peptide comprises regions derived from a protein allergen, die 
individual peptide regions can be produced and tested to determine which regions 
bind immunoglobulin E specific for the allergen and which of such regions would 
cause the release of mediators (e.g. histamine) from mast cells or basophils. Those 
peptide regions found to bind immunoglobulin E and cause the release of mediators 
from mast cells or basophils in greater than approximately 10-15% of the allergic 
sera tested are preferably not included in the peptide regions arranged to form 

recombitope peptides. 

Constructing a recombitope peptide derived from phospholipase A2, a major 

allergen from honeybee venom can be used as an illustrative example of the 
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construction of a recombitope peptide when the protein structure of a protein antigen 
is known, buttheT cell epitopes are unknown oritt-defined. Phospholipase A 2 is 
composed of 134 amino acids as defined by cDNA cloning (Kuchler, K. etal. EulL 
BiocifiBL 184:249-254). This amino acid sequence can be divided into regions, each 
preferably containing 20 to 35 amino acid residues, each region preferably 
overlapping another region by about 10 amino acids (see Fig. 12). Although Fig. 12 
shows the entire protein sequence of the protein divided into regions, the total 
sequence used to form at least one recombitope peptide can be substantially less than 
the entire protein sequence. To maximize the potential of including T cell epitopes in 
the constructed recombitope peptide, areas of overlap and length of each region can 
be designed to maintain the presence of T cell epitopes predicted using algorithms 
(Rothbard, J. and Taylor, WJL affiQi.7^3-I(K)(1988);Berzotsky,JA.El»loji 
Tranc P Sne. Lond. 323535-544 (1989)). Preferably, humanTcell epitopes within 
a protein allergen can be predicted using known HLA class E specific binding 
specific amino acid residues. Furthermore, to mmimize the likelihood that the 
constructed recombitope peptide will bind human allergic IgE, the amino acid 
sequence of the resulting recombitope peptide can be made different from that of the 
native structure of phospholipase A 2 by scrambling the regions and/or by transposing 
amino terminal regions or carboxy terminal regions to the opposite end of the 
molecule (Le, amino add residues located at the amino terminus of the native protein 
can be placed in the carboxy terminus of the recombitope peptide). A similar 
procedure can be utilized to construct a recombitope peptide derived from an 
antoantigen with a known protein structure, but with undefined T cell epitopes such 
as glutamic acid decarboxylase (e.g., Samama, LP., and Mallet, J. Journal of 
Wflnmchemistrv 54:703-705 (1990)), insulin (Mi's Piflbetes MeffittS, X2th Edition, 
Eds. A Marble etaL, Lea& Febiger, Philadelphia, p. 67 (1985)), , etc In this 
situation, the peptide regions are arranged in a configuration different from a 
naturany-occurring configuration of the regions in the antoantigen to eliminate an 
undesired property of the antoantigen such as immunoglobulin binding or enzymatic 
activity. 

Recombitope peptides comprising at least two regions derived from an 
allergen or other antigen are tested to determine those recombitope peptides having T 
cell stimulating activity (le.. proliferation, lymphokine secretion and/or induction of 
T cell anergy/ tolerization) and thus comprise at least one T cell epitope. For 
example, human T cell stimulating activity can be tested by cultnring T cells obtained 
from an individual sensitive to a protein allergen or protein antigen (Le., an 
individual who has an immune response to the protein allergen or protein antigen) 
with a recombitope peptide derived from the protein allergen or antigen and 
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determining the presence of proliferation by the T cells in response to the 
recombitope peptide. As described in detail in the Examples, stimulation indices for 
responses by T cells to recombitope peptides can be calculated as the maximum CPM 
in response to recombitope peptide divided by the medium control CPM- As used 
throughout this application, human T cell stimulating activity is defined as a 
stimulation index of at least 2.0. A stimulation index of at least 2.0 is considered 
positive for purposes of defining recombitope peptides useful as immunotherapeutic 
agents. Preferred recombitope peptides have a stimulation index of at least 2.5, more 
preferably at least 3.5, and most preferably at least 5.0. 

In addition, preferred recombitope peptides of the invention derived from 
protein allergens do not bind immunoglobulin E (IgE) or bind IgE to a substantially 
lesser extent than the protein allergen(s) from which the peptides are derived binds 
IgE The major complications of standard immunotherapy are systemic responses 
such as anaphylaxis. Immunoglobulin E is a mediator of anaphylactic reactions 
which result from the binding and cross-linking of antigen to IgE on mast cells or 
basophils and the release of mediators (e.g., histamine, serotonin, eosinophil 
chemotactic factors). Thus, anaphylaxis could be avoided by the use of a 
recombitope peptide which does not bind IgE, or if the recombitope peptide bin 
IgE, such binding does not result in the release of mediators (e.g., h i s ta mine , etc.) 
from mast cells or basophils. In addition, recombitope peptides which have minimal 
IgE stimulating activity are particularly desirable for therapeutic effectiveness. 
Minimal IgE stimulating activity refers to IgE production that is less than the amount 
of IgE production and/or IL-4 production stimulated by the whole protein allergen, 

A recombitope peptide of the invention derived from a protein allergen, 
when administered to an individual sensitive to the protein allergen, is capable of 
modifying the allergic response of the individual to the allergen. Particularly, 
recombitope peptides comprising at least two T cell epitopes of a protein allergen or 
at least two regions derived from a protein allergen, each region preferably 
comprising at least one T cell epitope, when administered to an individual sensitive to 
the allergen are capable of modifying T cell response of the individual to die allergen. 
As used herein, modification of die allergic response of an individual sensitive to a 
protein allergen can be defined as non-responsiveness or diminution in symptoms to 
the allergen, as determined by standard clinical procedures (see e.g., Varney et aL, 
British Medical Journal 302: 265-269 (1990)). 

As a result of die work described herein, recombitope peptides derived from 
protein allergens or other protein antigens and having T cell sti m u latin g activity or 
preferably comprising two regions each having at least one T cell epitope have been 
produced. T cell epitopes are believed to be involved in initiation and perpetuation of 
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the immune response to a protein allergen or other protein antigen which is 
responsible respectively to^^^ ™* e 

binding to an appropriate HLA molecule on the surface of an antigen pruning cell 
and stimulating the relevant T cell subpopulation. These events lead to T cell 
proliferation, lymphokine secretion, local inflammatory reactions, rebutment of 
additional immune cells to the site, and activation of the B cell cascade leading to 
production of antibodies. One isotype of these antibodies, IgE, is fundamentally 
important to the development of allergic symptoms and its production is influenced 
early in the cascade of events, atthe level ofme T helper celU by me nature of the 
lyrnphokines secreted. A T cell epitope is the basic element or smallest umt of 
recognition by a T cell receptor, where the epitope comprises amino acids essential to 
receptor recognition and .my be 

seqnence of the protein. AT cell epitope, as used herein has a stimulation index of at 
least 2.0, more preferably at least 2J5, even more preferably at least 3-5 and most 
preferablyatleastSi). Arnmo acM sequences wmchrrn^c mose of me TceU 

.... .„ : » *n nmtw'n allergens are withm the 




scope of this inventiom , . , 

Exposure of patients to recombitope peptides of the present invention denved 
from protein allergens or other protein antigens may tolerize or anergic appropriate 
T cell subpopulations such that they become unresponsive to the protein allergen or 
other antigen and do notpartidpatemstmiulating animmune response upon such 
exposure, ^addition, administration of a recombitope peptide of the present 
invention derived from a protein allergen may modify the lymphokine secretion 
profile as compared with exposure to the natnraUyK>ccurring protein allergen or 
portion thereof(e.g.resultmade^ m ^ 

Furthermore, exposure to the recombitope peptide may influence T cell 
subpopulations which normally participate in the response to the allergen such that 
these T cells are drawn away from the site(s) of normal exposure to the allergen (e.g., 
nasal mucosa, skin, and lung) towards the site(s) of therapeutic administration of the 
recombitope peptide. This redistribution of Teen subpopulations may ameliorate or 
reduce the ability of an individual's immune system to stimulate the usual immune 
response at the site of normal exposure to the allergen, resulting in a diminution in 
allergic symptoms. 

Recombitope peptides of the invention preferably comprise at least two T cell 
epitopes Ce.fr, the recombitope peptide comprises at least approximately eight amino 
arid residues, and preferably at least fifteen arnino acid residues). Other recombitope 
peptides of the invention comprise at feast two regions derived from the same or from 
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different protein allergens or other protein antigens, said recombitope peptides having 
T cell stimulating activity and each region preferably having human T cell 
stimulating activity and accordingly comprising at least one T cell epitope of a 
protein allergen or other protein antigen. In general, each such region of a 
rccombitope peptide comprises at least approximately seven amino acid residues of at 
least one protein allergen. Each such region of a rccombitope peptide preferably 
comprise at least two T cell epitopes (e.g., the rccombitope peptide comprises at least 
approximately eight amino acid residues and preferably at least fifteen amino acid 
residues). Recombitope peptides of the invention can comprise as many amino acid 
residues as desired and preferably comprise at least about 7, more preferably at least 
about 15, even more preferably at least about 30 and most preferably at least about 40 
amino acid residues of a protein allergen or other protein antigen. A region of a 
recombitope peptide preferably comprises up to 45 amino acid residues in length, 
more preferably up to 40 amino acid residues in length, and most preferably up to 30 
amino acid residues in length, as increases in length of a region of a recombitope 
peptide may result in difficulty in peptide synthesis as well as retention of an 
undesirable property (e.g., immunoglobulin binding or enzymatic activity) due to 
maintenance of conformational similarity between die region and the protein allergen 
or other protein antigen from which it is derived. If desired, the amino acid 
sequences of die regions can be produced and joined by a linker to increase 
sensitivity to processing by antigen-presenting cells. Such linker can be any non- 
epitope amino acid sequence or other appropriate linking or joining agent 

When recombitope peptides are derived from protein allergens, they can 
comprise at least two regions derived from different protein allergens from die same 
genus, such as: genus Dermatophagoides: the genus Felis: the genus Ambrosia: 
the genus Loliimi; die genus Cryptomeria: the genus Altemaria; the genus Aider, the 
genus Betula: die genus Quetcus : the genus Olea : the genus Artemisia: the genus 
Plantago : the genus Parietaria: the genus Canine : die genus Blattella. the genus Apia; 
and die genus Periplaneta. In addition, recombitope peptides can comprise at least 
two regions derived from cross-reactive species, for example one region derived from 
Dennatophfl goiffes pteronvssinus and one region derived from Dermatophagoides 
farinae . In another embodiment, die regions can be derived from the same species 
(e.g„ one region derived from Derp I and one region derived from EteLP H one 
region derived from Derf I and one region derived from Del£ H; one region derived 
from Amb a I and one region derived from Amba II; one region derived from Lol p I 
and one region derived from Lol p IX; and one region derived from Cry j I and one 
region derived from Cryj II). Furthermore, recombitope peptides can comprise at 
least two regions derived from different protein allergens from the same group, such 
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as one region derived from a group I protein allergen of TVrmampliagOKfeS 
ntejfiffi^nBS Ox. to D and one region derived from a group I protein allergen of 
TVfrp ^,^ftri«cruuItefl>. Alternatively, the regions can be derived 
from different protein allergens from the same family (eg. Ajnbji LI. Amb_2 L2, 
Anjb^l3.andAnjb_aI.4). Particulariy preferred recombitope peptides for treating 
sensitivity to Ediso^ejfe are derived from the genus EeMs and comprise regions 
selected from peptides X, Y, Z, A and B, of TRFP, the amino acid sequences of 
each peptide as shown in Fig. 4, and modifications thereof, such as peptide C which 
isaoneammoacidaddidontopeptrdeAandisshownmHg4. Preferred 
recombitope peptides comprise peptide YZX and peptide AYZXB. Throughout the 
appkeation, me letters X, Y, Z, A, B, and C refer respectively to peptide X, peptide 
Y, peptide Z, peptide A, peptide B , and peptide C and when the letters are used 
together (eg-, YZX), we are referring to a recombitope peptide comprising peptide 
Yt peptide Z and peptide X in the sequential order specified (Le., YZX refers to a 
recombitope peptide comprising the amino acid sequence of peptide Y followed 
immediately, without any intervening amino add residues, by the amino acid 
sequence of peptide Z followed immediately, without any intervening amino acid 
residues, by the amino acid sequence of peptide X). The recombitope peptides of the 
invention, eg, YZX, can comprise additional amino acid residues of either the ammo 
or carboxy terminus of the recombitope peptide. 

Recombitope peptides of me invention can be derived from protein antigens 
other than protein allergens where enhancement or depression of an antigen specific 
immune resporise is desired. For example, regions having human T cell stimulating 
activity of aknown autoantigen involved in the pathogenesis of an autoimmune 
disease or T cell epitopes of a known autoantigen can be identified and combined in a 
recombitope peptide to decrease the antibody response to the autoantigen, to interfere 
with efficacy and/or decrease immune complex related side effects. In order to 
preserve the T cell reactivity of the autoantigen, regions of the autoantigen having 
human Tatt stimulating activity could be defined by standard Tccll biology 
tedmiques, of if desired, precise T cell epitopes can be defined by fine mapping 
techniques and a recombitope peptide comprising at least two regions each having 
human T cell stimulating activity and comprising at least one T cell epitope 
produced. For example, if three regions having human Tcdl stimulating activity or 
three Tccll epitopes were found in an autoantigen in a sequential and contiguous 
order 1,2,3 from an amino terminus to a carboxy terminus, six possible 
recombitope peptides utilizing each region or each T cell epitope once could be 
produced comprising the three regions or T cell epitopes in various orders <e.g. 2 13, 
312, 132, 321, 123, 231). These six recombitope peptides could be tested for the 
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ability to stimulate T cell activity and for the absence of an undesired property 
present in the autoantigen, e.g., the inability of the recombitope peptide(s) to bind 
autoantibodies. Alternatively, as described previously, recombitope peptides can be 
constructed from an auto antigen without knowing which regions have T cell 
stimulating activity or what the precise T cell epitopes are. The recombitope peptides 
which stimulate T cells and do not have undesired properties of the autoantigen (e.g., 
do not bind autoantibodies in a substantial percentage of individuals sensitive to the 
autoantigen) are selected for use as immunotherapeutics or diagnostic agents. In the 
form of a therapeutic composition, the recombitope peptide would be delivered in a 
physiologically acceptable vehicle in the absence of adjuvant to allow the 
recombitope peptide to induce antigen specific tolerance to the autoantigen from 
which die recombitope is derived and regulate any potentially damaging immune 
response. Among autoantigens useful in producing recombitope peptides are in s u lin, 
glutamic acid decarboxylase (64K), PM-1 and carboxypeptidase in diabetes; myelin 
basic protein in multiple sclerosis; rh factor in erythroblastosis fetalis; acetylcholine 
receptors in myasthenia gravis; thyroid receptors in Graves' Disease; basement 
membrane proteins in Good Pasture's syndrome; and thyroid proteins in thyroiditis. 
For example, regions having human T cell stimulating activity of myelin basic 
protein (MBP); e.g. a region comprising all or a portion of amino acid residues 84- 
106 and more preferably 84-102 and more preferably 89-101 of human MBP and a 
region comprising all or a portion of amino acid residues 140-172 and more 
preferably 143-168 of human MBP, can comprise a recombitope peptide of the 
invention for use in treating multiple sclerosis. 

Recombitope peptides within the scope of the invention can be used in 
methods of treating and diagnosing sensitivity in an individual to a protein allergen or 
other protein antigen. Thus, one aspect of the invention provides therapeutic 
compositions comprising a recombitope peptide and a pharmaceutically acceptable 
carrier or diluent Administration of die therapeutic compositions of the present 
invention to desensitize an individual to a protein allergen or other protein antigen 
can be carried out using known techniques. For example, a recombitope peptide can 
be administered in combination with an appropriate diluent, a carrier, and/or an 
adjuvant, where appropriate. Pharmaceutically acceptable diluents include saline and 
aqueous buffer solutions. Pharmaceutically acceptable carriers include polyethylene 
glycol (Wie et aL, International A rchives of Allergy and Applied Immunology M: 
84-99 (1981)) and liposomes (Strejan et aL, Journal of Neuroimmunologv 2: 27 
(1984)). Pharmaceutically acceptable adjuvants include alum. Such compositions 
will generally be administered by injection (subcutaneous, intravenous, etc.), oral 
administration (e.g., as in the form of a capsule), inhalation, transdermal application 
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or rectal adrninistration. The therapeutic compositions of the invention are 
adminis tered to individnals sensitive to an allergen or other protein antigen from 
which the recombitope peptide is derived, at dosages and for lengths of time effects 
to reduce sensitivity of tfaemmvidual to the allergen or other antigen. A 
therapeutically effective amount of one or more of me same or of different 
therapentic compositions can be administered simultaneously or sequentially to an 
irufivio^sensMvetoanalkrgenoromerprotem Effective amounts of the 

therapeutic compositions will vary according to factors such as the degree of 
sermtivityofthcindividnaL the age. sex, and weight of theindividual, and the ability 
of the peptides to stimulate a T cell response in the individual In yet another aspect 
of the present invention, a composition is provided comprising at least two 
recombitopepeptides (e.g., a physical mixtare of at least two recombitopes), each 
comprising at least two T cell epitopes derived from the same or from different 
protein allergens or other protein antigens. 

The present invention also provides methods of detecting sensitivity in 
individuals to a protein antigen and methods of determining the presence of 
inmunoglobulin specific for a protein antigen and the ability of T cells of individuals 
to respond to the antigen. In order to detect sensitivity, a blood sample obtained from 
the individual or at least one portion of the sample is combined with a pro tern 
antigen, modified form of the protein antigen, or a portion of either antigen, each of 
which binds immunoglobulin specific for the antigen, under conditions appropriate 
for binding of blood components with the antigen, modified antigen or portion 
thereof. A second blood sample obtained from an individual found to have binding 
of blood components with the protein antigen, modified antigen or portion thereof, or 
a second portion of the first blood sample from an individual found to have binding 
of blood components with the protein antigen, modified antigen or portion thereof, is 
combined with a recombitope peptide comprising at least two regions derived from a 
protein antigen, said recombitope peptide having T cell stimulating activity, or a 
recombitope peptide comprising at least two regions derived from a protein antigen, 
each region which has human T cell stimulating activity, or a modified form of the 
protein antigen or a portion thereof, or the protein antigen produced recombinanlly. 
each of which does not bind immimoglobulin specific for the protein antigen in a 
substantial percentage of the population of individuals sensitive to the protein antigen 
(e.g. at least about 75%), in order to determine whether T cell stimulation occurs. If 
the protein antigen is a protein allergen, then the modified form of the protein 
allergen or a portion thereof, the recombinant^ produced protein allergen, or the 
recombitope peptide derived from the protein allergen does not bind IgE specific for 
. the protein allergen, or if binding of IgE occurs, such binding does not result in 
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release of mediators from mast cells or basophils in a substantial percentage of a 
population of individuals sensitive to the allergen. If the individual is found to have 
binding of blood components to the antigen, modified antigen or portion thereof and 
T cell stimulation in response to the recombitope peptide, modified protein antigen, 
or portion thereof or recombinantiy produced protein antigen, then the individual can 
be administered a therapeutically effective amount of a therapeutic composition 
comprising the recombitope peptide, recombinantiy produced protein antigen, or die 
modified form of the protein antigen or portion thereof, and a pharmaceutically 
acceptable carrier or diluent to desensitize the individual to the protein antigen. 

The present invention also provides methods for detecting specific Delayed 
Type Hypersensitivity in an individual to at least one protein allergen. According to 
the method, an individual is administered a Delayed Type Hypersensitivity test (See 
e.g., Immunology (1985) Roitt, LM., Brostoff, J., Male, D.K. (eds), CV. Mosby Co., 
Gower Medical Publishing, London, NY, pp. 192-19.18; pp.22. 1-22. 10) utilizing a 
modified form of the protein allergen or other protein antigen or a portion thereof, or 
a protein allergen or other protein antigen produced recombinantiy, or a recombitope 
peptide derived from said at least one protein allergen or other protein antigen, each 
of which has human T cell stimulating activity and each of which does not bind 
immunoglobulin specific for the protein allergen or other protein antigen in a 
substantial percentage (eg., at least about 75%) of individuals sensitive to said 
protein allergen or other protein antigen. If the protein antigen is a protein allergen, 
then the modified form of the protein allergen or a portion thereof, the recombinantiy 
produced protein allergen, or the recombitope peptide derived from the protein 
allergen does not bind IgE specific for the protein allergen, or if binding of IgB 
occurs, such binding does not result in release of mediators from mast cells or 
basophils in a substantial percentage of a population of individuals sensitive to me 
allergen. It has been found mat recombinant chain 1 ofTRFP in a dimeric form has 
markedly reduced IgE binding, but maintains T cell reactivity (Le., recombinant 
dimeric chain 1 contains peptides X and Y, both of which are known to contain at 
least one T cell epitope) and that mild alkali treated TRFP has markedly reduced IgE 
binding, but maintains T cell reactivity. Accordingly, recombinant chain 1 of TRFP 
in dimeric form or alkali treated TRFP could be used in the Delayed Type 
Hypersensitivity test described above, or in other diagnostic assays to determine 
sensitivity in an individual to T cell epitope(s) ofTRFP and/or they can be used in 
therapeutic compositions to desensitize individuals to TRFP. After administration of 
the Delayed Type Hypersensitivity test, the extent to which a specific Delayed Type 
Hypersensitivity reaction occurs in the individual to the protein allergen or other 
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protein antigen indicating presence in the individual of T cells specific to T cell 
epitopeCs) of the protein allergen or other protein antigen is deterniined. 

The present invention further provides methods of detecting and treating 
sensitivity in an individual to at least one protein allergen. The presence in 
individuals of IgE specific for at least one protein allergen and the ability of T cells 
oftheindividuals to respond toTcettepitope(s) of the protein allergen can be 
determinrfbyadnunister^^^^ 

testandaDdayedTypeHypersensitivitytest the individuals are admnnstered an 
Immediate Type Hypersensitivity test (See eg., InunffllPlD^ (1985) Roitt, LM. 

NY pp 19.2-19.18; pp.22.1-22.10) utilizing the protein allergen or a portion thereof, 
oramodffiedform of the protein allergen or a portion thereof, each of which binds 
IgE specific for the allergen. The same individuals are administered a DelayedType 
^sensitivity test priorto, simultaneously with, or subsequent to administrate of 
the Immediate Type Hypersensitivity test Ofcourse, if me Immediate Type 
Hypersensitivity testis administered priorto the DelayedType Hypersensitivity test, 
tbeWdTyp*Hyp^ti^ 

a specific Immediate Type Hypersensitivity reaction. The Delayed Type 
Hypersensitivity test utilizes a modified form of the protein allergen or a portion 
thereof, the protein allergen produced recombinant*, or a recombitope pepude 
derived from the protein allergen, each of which has human T cell stimulating 
activity and each of which does not bind IgE specific for the allergen in a substantial 
percentage of the population of individuals sensitive to the allergen (eg., at least 
about75%). Those individuals found to have both a specific Immediate Type 
Hypersensitivity reaction and a specific Delayed Type Hypersensitivity reaction are 
admimstered a merapeutically effective amount of a therapeutic composition. The 
therapeutic composition comprises the modified form of the protein or portion 
thereof, the recombinandy produced protein allergen, or the recombitope peptide, 
each as usedmthe DelayedType H^ 

acceptable carrier or diluent 

ft is also possible to modify the structure of recombitope peptides for such 
purposes as increasing solubility, enhancing merapeutic or preventive efficacy, or 
stability (eg., shelf life esv ivo , and resistance to proteolytic degradation injffii). 
A modified recombitope peptide can be produced in which the amino acid sequence 
has been altered, such as by amino arid substitution, deletion, or addition, to modify 
immunogenic^ and/or reduce aUergenichy, or to which a component has been added 
for the same purpose For example the amino acid residues essential to T cell 
epitope function can be determined using known techniques (e.g. substitution of each 
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residue and determination of presence or absence of T cell reactivity). Those 
residues shown to be essential can be modified (e.g., replaced by another amino acid 
whose presence is shown to enhance T cell reactivity), as can those which are not 
required for T cell reactivity (e.g., by being replaced by another amino acid whose 
incorporation enhances T cell reactivity but does not diminish binding to relevant 
MHC). Another example of a modification of recombitope peptides is substitution of 
cysteine residues preferably with alanine, or glutamic acid, or alternatively with 
serine or threonine to minimize dimerization via disulfide linkages. In order to 
enhance stability and/or reactivity, recombitope peptides can also be modified to 
incorporate one or more polymorphisms in the amino acid sequence of a protein 
allergen resulting from natural allelic variation. Additionally, D-amino acids, non- 
natural amino acids or non-amino acid analogues can be substituted or added to 
produce a modified peptide within the scope of this invention. Furthermore, 
recombitope peptides can be modified using the polyethylene glycol (PEG) method 
of A. Sehon and co-workers (Wie etaL sipm) to produce a peptide conjugated with 
PEG. Modifications of recombitope peptides can also include reduction/alkylation 
(Tarr in: Mftthnds of Protg n Mi"™*""^^"- Silver ed. Humana Press, 
Clifton, NJ, pp 155-194 (1986)); acylation (Tarr, sipa); esterification (Tarr, sapm); 
chemical coupling to an appropriate carrier (Mishell and Sbiigi, eds, Selected 
Methods in Cellul ar Terminology. WH Freeman, San Francisco, CA (1980); U.S. 
Patent 4,939,239); or mild formalin treatment (Marsh International Archives of 
AlWgv and App lied Tmmunologv 41: 199-215 (1971)). 

To facilitate purification and potentially increase solubility of recombitope 
peptides, it is possible to add reporter group(s) to the peptide backbone. For 
example, poly-histidine can be added to a recombitope peptide to purify the 
recombitope peptide on immobilized metal ion affinity chromatography (Hochuli, E. 
eta] Bio/Technology . 6:1321-1235 (1988)). In addition, specific endoprotease 
cleavage sites can be introduced, if desired, between a reporter group and amino acid 
sequences of a recombitope peptide to facilitate isolation of recombitope peptides 
free of irrelevant sequences. In order to successfully desensitize an individual to a 
protein antigen, it may be necessary to increase the solubility of a recombitope 
peptide by adding functional groups to the peptide or by not including hydrophobic T 
cell epitopes or regions containing hydrophobic epitopes in the recombitope peptides. 

To potentially aid proper antigen processing of T cell epitopes within a 
recombitope peptide, canonical protease sensitive sites can be recombinant^ or 
synthetically engineered between regions, each comprising at least one T cell epitope. 
For example, charged amino acid pairs, such as KK or RR, can be introduced 
between regions within a recombitope peptide during recombinant construction of the 
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recombitope peptide. The resulting recombitope peptide can be rendered sensitive to 
camepsin and/or other trypsin-like enzymes cleavage to generate portions of the 
recombitopepeptitewnt^ In addition, such 

charged amino acid residues can result in an increase in solubility of a recombitope 
peptide. 

Site-directed mutagenesis of DNA encoding a recombitope peptide can be 
used to modify the structure of the recombitope peptide. Such methods may involve 
PCR (Ho etaL,QSD£:ZZ:51-5*(1989» or total synthesis of mutated genes 
(Hostomsky t Z..et a L,B ? Vtirm BfrphYE R ffl .Comm. 161:1056-1063 (1989)). To 
enhance bacterial expression, the aforementioned methods can be used in conjunction 
with other procedures to change the eucaryotic codons in DNA constructs encoding 
recombitope peptides to ones preferentially used in E^coJl 

The present invention also provides nucleic acid sequences coding for 
recombitope peptides of the invention. Nucleic acid sequences used in any 
embodiment of this invention can be cDNA as described herein, or alternatively, can 
be any otigodeoxynucleotide sequence having all or a portion of a sequence 
represented herein, or toeir functional equivalents. Such otigodeoxynucleotide 
sequences can be produced chemically or mechanically, using known techniques. A 
functional equivalent of an oligonucleotide sequence is one which is 1) a sequence 
capable of hybridizing to a complementary oligonucleotide to which me 
otigonucleotide sequence (or corresponding sequence portions) or fragments thereof 
hybridizes, or 2) the sequence (or corresponding sequence portion) complementary to 
the oligonucleotide sequence and/or 3) a sequence which encodes a product (e.g. a 
protein, a polypeptide or a peptide) having the same functional characteristics of the 




product chCuum* hm* — — — — — — - - 

portion). Whether a functional equivalent must meet one or more criteria will depend 
onits use (e.g^if it is to be used only as aprobe for hybridlzalioii, it nee4 meet only 
me fh^ or second criteria and if it is tote 
invention, it need only meet the third criterion). 

As described in the Examples which follow, chains land 2 of the human T 
cell Reactive Feline Protem(TRFP) (Figs. 1 and 2) have been recombinantly 
expressedmE^caE arid purified. T cell epitope studies using overlapping peptide 
regions derived from the TRFP amino acid sequence were used to identify multiple T 
cell epitopes in each chain of TRFP. As described in detail in Example 2, DNA 
constructs were assembled in which three regions (designated peptide X, peptide Y 
and peptide Z), each containing at least one major human T cell epitope of TRFP 
were linked in six possible combinations to produce six DNA constructs encoding 
recombitope peptides comprising the three regions in six different configurations. 
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Since peptide X shares 5 amino acids at its carboxy terminus with 5 amino acidsat 
die amino terminus of peptide Y, recombitope peptides XYZ and ZXY could have 
been constructed with or without duplication of said 5 amino acids (See Fig. 11 
where ZXY is constructed without duplication of die 5 amino acid sequence). In the 
following Examples, the recombitope peptides were assembled contiguously* without 
duplication of the 5 amino acid sequence. In addition to the three regions X, Y and 
Z, other regions, each containing at least one human T cell epitope, could also be 
included in the recombitope peptides and DN A constructs having four or more 
regions (of N! configurations, where N= the number of regions) produced 
Alternatively, one or more regions can be substituted for peptide X, peptide Y, or 
peptide Z, such as peptide A or B as shown in Fig. 4, to produce for example 
recombitope peptide AXY. 

Detailed protocols are described for the cleavage and removal of extraneous 
sequences added to recombitope peptides as an aid to purification. Purified 
recombitope peptides have been examined for the binding of human cat-allergic 
patients' IgE on Western blots and compared to IgE binding of recombinant chains 1 
and2ofTRFP. An ELISA was performed to examine allergic IgE binding to 
recombitope peptides relative to native TRFP, recombinant chain 1. and recombinant 
chain 2. The work described herein demonstrates that recombitope peptides of the 
present invention have T cell stimulating activity even though their epitope 
configuration generally differs from that found in the native TRFP protein sequence. 
Furthermore, use of the recombitope peptides as prophylactic agents has been shown 
to render mice unresponsive upon antigen challenge with native TRFP, recombinant 
chain 1, or chain 2 of TRFP, or the recombitope peptide used. 

This invention is further illustrated by the following non-limiting examples. 

Rumple. 1 T Cell Epitope Studies with Overlapping TRFP Peptides 

Peripheral blood mononuclear cells (PBMC) were purified by Ficoll-Hypaque 
centrifugation of 60 ml of heparinized peripheral blood from cat-allergic patients, 
who exhibited clinical symptoms of cat allergy and who were skin test positive with 
cat extract Ten million PBMC from an individual patient were cultured in 10 ml 
RPMI-1640 (Gibco) containing 5% pooled human AB serum and supplemented with 
glutamine, penicillin, streptomycin and HEPES buffer (complete RPMI-1640) in the 
presence of 20 jig native affinity-purified TRFP/ml of culture at 37°C for 7 days. 
Viable cells were then purified by Ficoll-Hypaque centrifugation and cultured for 2 
additional weeks in complete RPMI- 1640 containing 5 units recombinant human IL~ 
2/ml and 5 units recombinant human IL-4/mL The resting T cells resulting from the 
culture were then tested in a secondary proliferation assay using a 96 well microtiter 
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plate to assess T cell responses to the various TRFP peptides or proteins (JRFP 
antigens) as shown in fig. 3. For assay, 2 X 10* resting T cells were cultured in 
complete RPMI-1 640 for 3 days at 37«C in the presence of 5 X 1 0 4 autologous 
PBMC (3500 Rads) as antigen presenting cells with a various concentration of one of 
the TRFP antigens in each well in the amount of 200 ul per well. Each well then 
received 1 uCi tritiated thymidine for 16 hours. The counts incorporated were 
collected onto glass fiberfflters and p^ Tte 
stimulation indices for responses to each peptide were then calculated as the 
maximum CPM in response to antigen divided by the medium control CRM. A 
stimulation index of 2 J was considered to be a positive T cell response. (As used 
throughout this application, human T cell stimulating activity is defined as a 
stimulation index of at least 2.0. However, the stimulation index of the T cell 
epitopes or regions to be used in producing a recombitope of the invention is at least 
2.0, preferably at least 23, more preferably at least 3.5 aud most preferably at least 
50) Asummaryof1heresultsof34suchexperhnea 

five peptide responses to the overlapping set of TRFP peptides covering chain 1 and 
chain 2 of TRFP by the T ceU line derived from each patient were ranked, assigning 
the highest positive response a 5, the next highest positive a 4, and so on. The sum of 
teraiteobtainedforeachpepti 

histogram in Fig. 3. This type of analysis highlights the relative importance of 
different regions of the TRFP molecule in the T cell response to the intact protein. 
The results indicate that the major regions of T cell reactivity in this panel of patients 
are encompassed Cm order of importance) by Fel- 14.2 (chain 1, amino acid residues 
29-42), Fel-3.1 (chain 1, amino acid residues 18-32), Fel-2 (chain 1, amino arid 
residues 9-25),Fel-21 (chain l,andnoacid residues 56-70), Fd-29 (chain l,amino 
arid residues 56-70), Fel-1.2 (chain 1, amino arid residues 1-17), Fel-4 (chain 1, 
amino arid residues 37-55), Fel-18 (chain 2, amino arid residues 23-48), Fel-25 
(chain 2, amino acid residues 49-68) Fel-16 (chain 2, amino acid residues 1-22) and 
Fel 23 (chain I, amino acid residues 51-66). A set of peptides was then designed to 
cover these regions. Portions of Fel-1.2, Fel-2, Fel-3.I and Fel-14.2 comprise 
oepliti^chaml.amm^ Portions of Fel-3.1, Fel-14.2, and Fel- 

4 comprise peptide Y (chain 1. amino arid residues 29-55). Portions ofFel-16, Fel- 
17 and FeI-18 comprise peptide Z (chain 2, amino acid residues 14-39). Portions of 
Fel-4, Fel 21 and Fel-23 comprise peptide A Portions of Fel-29 comprise peptide 
B. Peptides X,Y,Z, A and Bare shown in fig. 4. 
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PGR methods (Polymerase Chain Reaction) using synthetic oligonucleotides 
were used to construct DN As encoding the sequences of peptides X, Y, and Z. With 
the aim of enhancing expression in £ coli, the codons in the oligonucleotides were 
selected from a table of those prevalent in highly expressed E. coli proteins. Sharp, 
P. M., et al„ Nucl. Acids Res . J&8207 (1988). The oligonucleotides and PGR 
procedures used to construct recombitope peptides are described in detail below. 

Oligonucleotides were designed with E. coli preferred codons as 
schematically represented in Figs. 5 and 6. These oligonucleotides 
(CJ3,EF.G,H£J,KX,MN and O shown in Fig. 7), were amplified using a Perkin 
Elmer/Cetus GeneAmp kit, in two separate PCR reactions (PCR#1 and PCR#2, 
respectively wherein PCR #1 resulted in the synthesis of the 5' portion of the DNA 
molecule encoding the recombitope peptide and PCR #2 resulted in the synthesis of 
the 3' portion of the DNA molecule encoding the recombitope peptide). This 
approach was taken due to the presence of a sequence (KALPV) in both peptide X 
and peptide Y that was found to interfere in the proper PCR generation of 
recombitope YZX when a single PCR reaction was performed with oligonucleotides 
. (C-I). In producing recombitope peptide AYZXB, as shown in Fig. 6, the 

oligonucleotides used in PCR #1 were NJJC, and C-I and the oligonucleotides used 
in PCR #2 were C-I and LM,0. In producing recombitope peptide YZX* as shown 
in Fig. 5, the oligonucleotides used in PCR #1 were CD E and F, whereas the 
ohgonucleotides used in PCR #2 were F, G, H and L Each reaction mixture (10 ng) 
generated the 5' half and 3" half respectively, of the intended YZX structure (Hg. 5). 
These PCR mixtures, after the addition of Taq polymerase, were subjected to the 
following program with cycles of denaturation, annealing and polymerization: 
STEP* TEMPERATURE TIME 

1 940c 1 MINUTE 

2 50°C 1.5 MINUTES 

3 750c 2 MINUTES 

4 REPEAT STEPS 1-3 (4 TIMES) 

5 940c 1 MINUTE 

6 60°C 1.5 MINUTE 

7 75°C 2 MINUTES 

8 REPEAT STEPS 5-7 (20 TIMES) 

9 HOLD AT 40C 

After completion of the PCR#1 and PCR#2 reactions in the construction of 
the YZX structure, aliquots from each (100 p moles of the 10 ng total reaction 
mixture; 1/100 volume) were added to a third PCR reaction mixture containing a set 
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ofS-andS-primersClGOpmoleofprini^Candl). A third PCR reaction (PCX #3) 
was performed utilizing this third PCR reaction mixture as previously described for 
PCR reactions #1 and #2 except that the annealing temperature in Step 6 was raised 
to65°C The completion of PCR#3 produced the DNA encoding recombitope 
peptide YZX. ThePCR#3 reaction method is similar to that described in Horton, R. 
U^etaL Gens 77:61 (1989). The whole reaction mixture used in PCR#3 was 
fractionated on a 2% agarose gel and the appropriate sized band (230 bp) was 
electroeluted from the gel slice and precipitated The isolated DNA encoding 
recombitope peptide YZX was subjected to another PCR reaction using excess 5 and 
3" amplification primers (C and I). This final product was digested wxth the 
restriction enzymes BamH I and then cloned into the vector pET 1 Id under the 
transcriptioiialcxmt^ Studier, F. 

etaL MeJh£&mEnzymDl 185:60 (1990). 

Xolylmker encoding six sequential histidines, (CAC)6, was cloned m-frame 
onto the 5« end of the DNA encoding recombitope peptide YZX. Thesix Mstidine 
(H6 or ms€) leader sequence allowed purification of the expressed recombitope 
peptineusmgQIAGENNTA-Aga^ + 

chelating support. BochidL E., etaL, ^Isiim^^l^ ™\ 
encoding site-specific enzymatic cleavage sites (e.g. Thrombm, Factor Xa, etc) can 
be inserted using PCR methods between the polyhistidine encoding (H6) sequence 
and the DNA encoding the recombitope peptide backbone. In the case of 
recombitope peptide YZX, a thrombm recognition site (LVTRGS) was mse^ 
Uhlen.M^andMoks T ^^rnRnrvmoL 185:129 (1990), Chang, J.-Y.UsJ. 

Biochem, 151:217 (1925). 

A sirnilar procedure to that described above to construct DNA encoding the 
recombitope peptide YZX was used to construct DNA encoding the recombitope 
peptides XYZ and ZYX. In addition, other peptides containing T cell epitopes can 
be added to an existing recombimpe backbone structuresuch as YZX (as produced 
above) as was toe case with the coiistruction of recombitope peptide AYZXB (see 
Figs. 6 and 7). Alternatively, peptides coiitairiing T cell epitopes can be produced 
without the use of an existing recombitope backbone using methods outlined herein. 
To produce recombitope peptide AYZXB, oligonucleotide primers (J-M) with 
overlapping regions to each end of recombitope peptide YZX and a 5' and 3' 
amplification primer (N and O) were produced. (As shown to Rg. 6, the darkened 
part of the molecule is the overlapping sequence) . PCR reactions were performed as 
described above. The resulting AYZXB fragment was isolated and subcloned into 
the pET llDHg TH vector. 
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An alternative procedure was used to construct the DN A encoding 
recombitope peptides XZY, YXZ, and ZXY. Each of the DNA constructs encoding 
recombitope peptides XZY, YXZ and ZXY were.ligated at the codon encoding the 
most N- terminal amino acid of the recombitope peptide with DNA encoding the 
leader sequence MGHHHHHHEF (where amino acids EF are encoded by the Eco RI 
restriction site GAATTC). DNA segments encoding the three recombitope peptides 
were assembled via consecutive PCR essentially as described by Horton et aU (1989) 
Gene 22: 61-68. The DNA segments encoding peptides X, Y, and Z (shown in Fig. 
4) were amplified from the Feld I cDNAs described in Morgenstern et aL f (1991) 
Proc. NatL Acad. ScL U.SJL 88: 9690-9694. As shown in Fig. 9, which shows as a 
specific example the construction of the recombitope peptide XZY coding sequence, 
oligonucleotide primers were synthesized with a DNA sequence that would not only 
amplify a specific DNA segment encoding peptide X, Y or Z, but would also 
covalendy link a small segment (9-18 base pairs) of the DNA segment encoding the 
adjacent peptide X, Y, or Z. PCR was performed using Vent™ polymerase 
according to New England Biolabs' instructions with an amplification program of 30 
X [94°C 1 minV60°C 1 min. 30 sec/72°C 1 min.]. The primers used for PCR 
amplifications are shown in Fig. 10. Individual recombitope peptide encoding/linker 
DNA fragments from PCR amplifications were purified by preparative gel 
electrophoresis in 3% (wt/voL) NuSieve (FMC) agarose. These individual PCR 
fragments were then linked in a second PCR reaction to form a DNA construct 
encoding XZY as shown in Figs. 9 and 1 1. In order to link these PCR fragments, 3% 
NuSieve gel slices containing the initial PCR products were melted at 70°C, and 1 |il 
of each were added to a Vent™ PCR polymerase reaction which employed the 5 1 RI 
(NH2-terminal) and 3' Bam (COOH-tenninal) primers. 

Because of the restriction sites present in the expression vector, pETl Id 
(Studier etaL 1990) , all extreme 5' primers had EcoR I encoding sites [GAATTC] in 
frame with die DNA encoding the NH2-terminal amino acids of the particular 
recombitope, while the ends of the extreme 3' primers had BamH I encoding sites 
[GGATCC]. DNA constructs encoding recombitope peptides XZY, YXZ, and ZXY 
produced from the secondary PCR were EcoR IZBamH I digested and electrophoresed 
through a 0.5 (wt/voL) SeaPlaque (FMC) agarose geL Gel slices containing the 
DNA constructs were melted at 70°C and added to a ligation reaction with EcoR 
I/BamH I digested Bluescript KS plasmid (Stratagene). The ligation was transformed 
into competent XL-1 Blue bacteria (Stratagene), and recombinant plasmids with 
inserts identified by diagnostic restriction digests after isolation using Qiatop kit 
(DiagenGmbH). The sequence of inserts was verified by dideoxy chain-termination 
sequence analysis using a Sequenase II kit (United States Biochemicals). 
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Blncscript KS plasmids harboring DNA constructs encoding recombitope 
peptides XZY,YXZ and ZXY inserts with correct nucleotide sequence were EcoR 
tfBarnH I digested and the DNA constructs isolated from a 0.6% SeaPlaque gel for 
subcloning into the expression vector pETl 1 d in frame with** DNA encoding the 
NH 2 -tenninaI leader MGHHHHHHEF as mentioned above. The constructs were 
OT bcIonedmtofteEcoRimarnHIdigestedpEnidHis6Am&aLl HR. Tins 
Ugation served to exchange the DNA construct for an insert, in this case die cDNA of 
the majorragweed allergen. AmbaU (Rafnarer^(1991)I^ioLto 
22frl229-1236). pETlld BisAmb a LI AHR was derived from pET 11dm two 
steps. First pETl Id was Eco RI/HinD m digested, blunted with Klenow fragrnen^f 
K atfDNApolymerase, and ligated bacfctoitself to create pETlld AHR: a pETlld 
plasmid lacking Hind HI and EcoR I sites. Then pETlld His6Amb a LI AHR was 
formedby excising me H6A«fr<nU cassette from me expression vector pETlld 
EisGAmbdLl asanNco KBamH I fragment and ligating it into Nco I/BamHI 
digested pETlld AHR. Recombinant plasmids were identified by diagnostic 
xestriction digests after isolation via a Qiatip kit, and positive plasmids transformed 
into competentBL21 [DE3] bacteria for expression. BL21 [DE3J contains a 
recombinant phage 1 lysogen, DE3, with a phage T7 RNA polymerase gene under the 
tram^tfonalcontroiof^ T7 RNA polymerase gene 

expression is induced by the addition of IPTG, which in turn leads to high level 
expression of the recombinant gene subcloned 3' of the pET vector's T7 gn 1 0 lac 0 

f0S " m raSerived DNA fragments encoding (Hg) fusions of mamre chains 1 and 2 
of TREPsubclonedimo pSEM QJJSJSM. 662,276 filed February 28, 1991) were 
excised and ligated into pETlld. This was achieved byattacbmgBdllmkerstome 
Pstlsites at the 3'ends of the twochains, Nco Idigestmgattheyendof mechams 
andmsertmgtheyNroW'Bdlfragmem^^ 

The recombinant peptide chains 1 and 2 of TRFP as well as the recombitope 
r^tidesXYZ,XZY,YZX,ZYX,ZXYandYXZ were expressed in K coU and 
purified essentially as outlined below. BL21 DE3 host bacteria harboring the 
pETlld expression DNA constructs were freshly streaked onto a BHI agar plate 
(3.7% wt/voL Difco Brain Heart Infusion; L5% wt/voL Difco agar) supplemented 
with 200 ug/ml ampitiHin and incubated overnight at 37°C A single colony was 
inoculated into a 2 ml of 200 ug/ml ampicmMJHI media (3.7% wt/voL Difco Brain 
Heart Iiifusion) and shaken at 300 rpm at 37°C until turbid but not saturated The 2 
ml culture was then added to 100 ml of 200 ug/ml ampictflm/BHI media, shaken at 
300 rpm at 37°C until turbid but not saturated, at which point the culture was divided 
into 18 X 250 ml (4.5 liters) of 200 ug/ml ampicillin/BHI media and shaken at 300 
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ipm at 37°C. When the OD595 of the culture reached 1.0, expression of the 
recombinant peptides as (His)6 fusion peptides was induced by the addition of IPTG 
to 400 uM, and allowed to continue for two hours. 

Bacteria were harvested by centrifugation at 10,000 X g for 15 minutes, and 
resuspended in 1/50* volume 6 M guanidine HC1, 100 mM 2-mercaptoethanol, 100 
mM NaP04, 10 mM Tris at pH 8.0. Recombinant chain 1 and chain 2 and 
recombitope peptides (recombinant peptides) were extracted by vigorous shaking of 
the resuspended bacteria for 1 hour at 25°C. This suspension was subjected to 
centrifugation at 15,000 X g, the supernatant removed, adjusted to pH 8.0 with 10 N 
NaOH, and applied to an NTA agarose column that had been equilibrated in 6 M 
guanidine HC1, 100 mM NaP04, 10 mM Tris at pH 8.0 until the OD28O of the 
effluent reached background. The column buffer was men switched to 8 M urea, 100 
mM NaP04, 10 mM Tris at pH 8.0. After equilibration, a more stringent wash was 
performed in 8 M urea 100 mM NaOAc, 10 mM Tris pH 6.3 until the OD280 of the 
effluent reached background. Each recombinant peptide (as an His6 fusion) was then 
eluted in 8M urea 100 mM NaOAc, 10 mM Tris at pH 4.5 and collected in aliquots 
whose OD28O profile was monitored. The peptide peak was dialyzed 3 times into 
500 volumes of PBS (Phosphate Buffered Saline) for analysis. Yield ranged from 2 
to 25 mg of recombinant peptide (Hiss) fa ^ oa P er Hter P""^ ^ fete naia&i DV 
densitometric scanning of SDS polyacrylamide gels) generally exceeding 90%. 

The recombinant peptides (TRFP chain 1, TRFP chain 2, XYZ, YZX 
and ZYX) outlined above all possess an N-tenninal sequence added as an aid to 
purification and expression (e.g., MGHHHHHHLVPRGS-). This irrelevant N- 
terminal sequence can be removed by proteolytic digestion once the sequence 
contains a thrombin recognition site (LVPRGS) inserted between the polyhistidine 
sequence and the recombitope sequence. (See Fig. 8, the arrow indicates the 
thrombin cleavage site.) Thrombin was used to cleave the irrelevant sequence leaving 
only two extra amino acid residues, GS, on the N-terminus of the TRFP chains 1 and 
2 and the recombitope peptides XYZ, YZX and ZYX (Chang, J.-Y. Eur. Biochem. 
151:217-224 (1985)). Efficient cleavage of the fusion protein can be achieved by 
using a protein to thrombin ratio of 1000 to 1 for 2 hours at 25X1 The cleavage and 
purification scheme used to construct recombitope peptide YZX is outlined below: 

1) recombitope peptide MGHHHHHHLVPRGS - YZX 

2) Dialyze into PBS, pH 8.0 



3) Thrombin cleavage 



WO 93/08280 



28 



PCI7US92/08694 



peptide: thrombin = 1000:1 
25°C, 2 hours 

4) Reduction with lOOmM ditbiothreitol 
in 5M guanidine HCL 

37°C, 30 minutes 

5) C4 Reverse phase HPLCpH 2.0 

6) Lyophilization 

Analytical reverse-phase HPLC was performed on a VYDAC 214TP54 
column with a 42ml bed volume. The column was loaded with 340 ug of 
recombitope peptide YZX. Semi-preparative HPLC was performed using a VYDAC 
214 TP 1022 column with a 95 ml bed volume loaded with 90 mg of protein. The 
gradient started with 0% to 30% acetonitrile containing 0.1% trifluoroacetic acid over 
thefirstlOinmutesfonow^ 

mobile phase was then held at 43% acetonitrile for 10 minutes. The purified 
recombitope peptide YZX eluted at 43% acetonitrile. The cleavage and purification 
were monitored by SDS-PAGE. The identification and purity of the recombitope 
peptide YZX was determined by protein sequence analysis using an Applied 
Biosystem Inc. Protein Sequenator Model 477A- 

ffrpmi pte 3 r *ir t Binding * m n f T r p m 3BEEBBflans and Rf^lritppes 

Western immunoblot analysis of the recombitope peptides produced in 
Example 2 was performed. The concentration of all protein samples (e.g., TRFP, 
recombmant chain 1 of TRFP, recombinant chain 2 of TRFP, recombitope peptide 
XYZ, recombitope peptide XZY, recombitope peptide YXZ, recombitope peptide 
YZX, recombitope peptide 2XY and recombitope peptide ZYX) for gel 
electrophoresis was determined by the BCA method (Pierce Co.). All protein 
samples were loaded on the gel at 5 Ug/lane except TRFP at 10 ug/lane. Protein 
separation was carried out on a 15% acrylamide gel, and transfer was performed by 
dectroblotting at L5 Amps for 1.5 hours onto nitroceUulose paper (Schleicher and 
Schnell,0.1 microns) in a Hoeffer apparatus according to the protocol of Towbin, H-, 
T.StacluTi 1 ,andJ.Gordon,PiJAS76:4350 (1979). Proteins were rinsed in blot 
solution (25mMTris-Ha 73, 0.171 MNaaand05mMiterTween20). The blot 
was then blocked for one hour in blocking solution (1% milk in blot solution). 
Plasma from patient #417, used as a primary antibody source, was diluted in blocking 
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Solution to 10% and preabsorbed for 1.5 hours with unused nitrocellulose 
(2cmxl5cm). The prepared human plasma was then incubated overnight on an 
orbital shaker with the protein blot section of interest Following the first antibody 
incubation the blot section was washed three times, each wash involved a fifteen 
minute incubation in blot solution. The second antibody, specific for human IgE 
(biotinylaied goat anti-human IgE, KPL Inc.), was diluted 1:2500 in blot solution and 
the incubation proceeded for two hours. Excess second antibody was subsequently 
removed by three 15 minute incubations with blot solution. 125 I Iodinated 
streptavidin (Amersham) was diluted 1 :2500 in blot solution and incubated with blots 
for 1 hour, at 2 \iCx in a 50 ml incubation volume. Blot sections were then washed 
with blot solution until the detectable radioactivity in the waste solution decreased to 
background levels. Tht blot section was then wrapped in saran wrap and exposed to 
film overnight with a cronex intensifying screen at -80°C The IgE binding pattern 
shown in Fig. 13 demonstrates reactivity to affinity purified TRFP (lane 1) chain 1,6 
KD in molecular weight and chain 2, ^16 KD. The recombinant chain 1 shows 
strong IgE binding (lane 2) while recombinant chain 2 reactivity is reduced compared 
to chain 1 (lane 3). The recombitope peptides that show IgE binding are recombitope 
peptides XYZ and ZXY (lanes 4 and 8 respectively). All other recombitope peptides 
are negative for IgE binding by this method of analysis. 

Specific binding of IgE to recombitope peptides was also demonstrated in 
ELISA assays. Corning assay plates (#25882-96) were coated with 10 fig/ml of each 
coating antigen (Le., TRFP, chain l(recombinant chain 1 of TRFP), chain 2 
(recombinant chain 2 of TRFP), recombitope peptide XYZ, recombitope peptide 
XZY, recombitope peptide YXZ, recombitope peptide YZX, recombitope peptide 
ZXY and recombitope peptide ZYX) listed in Kg. 14 at 50 jil/well and incubated 
overnight at 4°C The coating antigens were removed and the wells were blocked 
with 05% gelatin in PBS, 200 |il/well for 2 hours at room temperature. Plasma from 
patient #669 was serially diluted with PBS-Tween 20 (PBS with 0.05% nonionic 
detergent Tween-20 Sigma, St Louis MO) and 100 jil/well was added and incubated 
overnight at 4° C (plasma dilutions are tested in duplicate). The second antibody 
(biotinylated goat anti-Human IgE, 1:1000, Kirkegaard & Perry Laboratories Inc. 
Gaithersburg, MD), was added at 100 fil/well for one hour at room temperature. 
This solution was removed and streptavidin-HRPO, 1:10,000 (Southern 
Biotechnology Associates, Inc., Birmingham, AL) was then added at 100 [il/well for 
one hour at room temperature (all wells were washed three times with PBS-Tween 
between each incubation step). 1MB Membrane Peroxidase Substrate system 
(Kiikegaard & Perry Laboratories) was freshly mixed, and added at 100 ^1/welL The 
color was allowed to develop for 2-5 minutes. The reaction was stopped by the 
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addition of 100 jil/weU of 1M phosphoric acid Plates were read on a Microplate EL 
310 Autoreader (Biotek Instruments, Winooski, VT) with a 450nm filter. The 
absorbance levels of duplicate wells were averaged- The graphed results Gog of the 
daution vs absorbance) of the ELBA assays are shown in Kg. 14. 

The results of the ELKA shown in Fig. 14 demonstrate a high level of IgE 
binding to TRFP with somewhat lower binding to recombinant TRFP chain 1 
(chaml)andcliain2(chain2). The two recombinant chains demonstrate equivalent 
binding with this particular patient's IgE. Only the recombitope peptide ZXY shows 
clear reactivity with IgE. The binding of the other recombitope peptides is at or near 
mebacfcgroundlevdwimaslight^ To 
demonstrate that recombitope peptides were present in equal amounts in both the 
ELBA and Western assay, anti-peptide antisera was used as a positive control and it 
gave fairly equivalent signals for all lanes and wells with recombitope peptides. 

E ppp fe 4 ffmnnn T Prfl Fnitnnf Ff SHOPS* tO Bf T OmbiTOPfi Peptides 

The human cat allergic T cell response to recombitope peptides was 
examined. Peripheral blood mononuclear cells (PBMQ were purified by Hcoll- 
Hypaque centrifugafion of 60 ml of heparinized peripheral blood from cat-allergic 
patients, who exhibited clinical symptoms of cat allergy and who were skin test 
positive with cat extract. Ten million PBMC from an individual patient were 
cultured in 10 ml RPMI-1640 containing 5% pooled human AB serum and 
supplemented with glntamine. penicillin, streptomycin and HEPES buffer in the 
presence of 10 ug native affinity-purified TRFP/ml of culture or with 25 ug purified 
uneleaved recombitope peptide YXZM of culture or with 25 ug purified cleaved 
tecombhonepepti^YZXMofaitorea^ Recombitope peptide 

YZX was cleaved with thrombin as described in Example 2. Viable cells were then 
purified by Bcon-Hypaqueceinrifogationa^ 

RPMI-164Q/5% AB serum containing 5 units recombinant human IL-2/ml and 5 units 
recombinant human IL4/mL The resting T cells were then tested in a secondary 
proliferation assay using a 96 well microtiter plate to assess T cell responses to 
various TRFP proteins or peptides (TRFP antigens). For assay,2X lO^restingT 
cells were cultured for 3 days at 37°C in the presence of 2 X 10 4 autologous Epstein- 
Barr virus transformed B cells (25,000 Rads) as antigen presenting cells with various 
concentmtions of antigen in 200 ul per welL Each well then received 1 uCi tritiated 
teymidine for 16 hours. The counts incorporated were collected onto glass fiber 
filters and processed for liquid scintillation counting. The stimulation indices for 
responses to each antigen were then calculated as the maximum CPM in response to 
antigen divided by the medium control CPM. A stimulation index of 23 was 
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considered to be a positive T cell response. A summary of the results of 3 such 
experiments (patients 522, 519, and 386 is shown in Fig. 15a, Fig. 15b and Fig. 15c. 
As compared to the experiments shown in Figs. 15a and 15b, in the experiment 
shown in Fig. 15c, Fel-1.4 (chain 1, amino acid residues 6-17) was substituted for 
Fel-1.2 (chain 1, amino acid residues 1-17) and Fel-33.3 (chain 2, amino acid 
residues 26-40) was substituted for Fel-18 (chain 2, amino acid residues 23-48) in 
order to more closely resemble the constituent amino acids of peptides X and Z. In 
addition, in this experiment one peptide derived from the Y-Z junction of 
recombitope peptide YZX (amino acid residues 50-55 from chain 1 ofTRFP and 
amino acid residues 14-19 from chain 2 ofTRFP) and one peptide derived from the 
ZX junction of recombitope peptide YZX (amino acid residues 34-39 of chain 2 of 
TRFP and amino acid residues 7-12 of chain 1 of TRFP) were synthesized and tested. 
These junction peptides were produced in order to determine whether these areas of 
recombitope peptide YZX produce a non-native epitope when formed in the 
recombitope peptide. 

The results indicate that T cells from patient 522 primed with native TRFP 
positively respond to native TRFP, recombitope peptide YXZ, peptide Y, Fel-14.2 
and Fel-17. In contrast, T cells primed with recombitope YXZ respond less well to 
native TRFP, but respond at a similar level or better to a number of synthetic peptides 
corresponding to portions of the TRFP molecule, including peptide X, peptide Y, 
peptide Z, Fel-4, Fel-3.1, Fel-2, FeH4.2, Fel-17 and Ffel-18. Similar results of an 
experiment with T cells from patient 519 are shown in Fig. 15b. Native TRFP- 
primed T cells from this patient respond to native purified TRFP, recombitope 
peptide YXZ and peptide Y. When the same patient's cells were primed with 
recombitope peptide YXZ, positive responses were shown to native TRFP, 
recombitope peptide YXZ, peptide X, peptide Y, peptide Z, Fel-3.1, Fel-4, and Fel- 
17. Fig. 15c shows a similar experiment involving purified cleaved recombitope 
YZX as the priming antigen. The results indicate that T cells from patient 386 
primed with native TRFP positively respond to native TRFP, recombitope peptide 
YZX, peptide X, peptide Y, Fel-3.1, and Fel-14.2. In contrast, T cells primed with 
recombitope YZX respond at a similar level or better to native TRFP, recombitope 
peptide YZX, peptide X, peptide Y, peptide Z, Fel-2, Fel-3.1, Fel-14.2 and Fel-17- 
These data indicate that, at least in these three patients, T cells can efficiently 
recognize TRFP T cell epitopes when presented as a recombitope peptide. No 
epitopes present in the native TRFP molecule examined in these experiments are 
destroyed in the context of the YXZ recombitope peptide. The ability of the 
recombitope peptides YXZ or YZX to present TRFP epitopes in these experiments 
appears to be greater compared with the native molecule. The results from Patient 
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386 demonstrate that peptides derived from the junctional areas of the recombitope 
YZX (YZ junction peptide and ZX junction peptide) are not recognized by T cells 
when presented in a recombitope peptide; therefore, no non-native epitopes are 
created in the junctional areas. 



E^mpte 5 Murine I ran Resnonse to Recombitope Peptides 

Mice were immunized with recombitope peptide YZX to determine whether T 
cell epitopes contained in the recombitope peptide derived from TRFP are capable of 
stimulating a Tcefl response. The assay determined the ability of lymph node cells 
to respond to the individual recombitope peptides as well as the immunizing antigen. 

10 B6CBAF1 mice were immunized subentaneously at the base of the tail and 
in the thigh region with 100 ug of recombitope peptide YZX in complete Freund's 
adjuvant. After 10 days, the inguinal, paraaortic and popliteal nodes ofthe 
mimunized mice were removed and pooled. The lymph node cells were suspended in 
cold RPMI 1640 with 1% fetal bovine serum (FBS) by passage through stainless 
steel mesh. The cells were washed 2 times with cold RPMI-1640 containing 1% FBS 

and maintained at 4°d 

The Iymphnode cells were plated at4x lO^cells/ird in RPMI 1640 with 10% 
FBS, 250 fig/ml penicillm G, 100 ug/ml streptomycin, -and 5 x 10" 5 M 2- 
mercaptoethanoL The cells were cultured with antigen 0a, recombitope peptide 
YZX, recombitope peptide ZYX, recombitope peptideXZY, peptide X, peptide Y, 
peptideZpeptidesX,YandZaiidAin^ After 24 hours, 

50ul of supernatant was removed from each culture and frozen overnight to 
eliminate five cell carryover. The supernatant was wanned to 37° degrees and 
washed. CTLL-2 indicator cells (ATCC # TIB 214) were added (5 x lO 3 cells/well). 
This indicator cell line requires IL-2 for continued growth. After 24 hours, H 3 - 
mymidine (luCi/well) was added and the cells were further incubated for 4 hours. 
The plates were frozen and thawed, harvested on a Tomtec 96 well harvester 
(Tomtec Orange, Conn.), and counted on a Betaplate beta counter (Pharmacia, 

Gaithexsburg, MD.). 

The pooled lymph node cells respond well in virro in response to culture with 
recombitope peptide YZX, as measured by IL-2 production (Fig. 16). The media 
only background averaged 1500 cpm. TheTcell response to recombitope peptide 
YZX may result from one or a combination of responses to the individual peptide 
containing epitopes used to construct the recombitope peptide <Le., peptides X, Y and 
Z). Other recombitope peptides as well as the individual peptides X, Y and Z were 
cultured with lymph node cells and the response of T cells was determined. There 
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was significant response to each of the peptides X, Y and Z, the constituent peptides. 
There were strong T cell responses to several other recombitope peptides ZYX and 
XZY. There was a small, but significant, T cell response to a recombinant Amba I 
preparation which has the same amino-terminal leader sequences as the recombitope 
peptides. 

Example 6 Application of Recombitopes to Allergic Disease Diagnosis 

The recombitope peptides can be useful as a new form of diagnosis of 
sensitivity to a protein allergen or a protein antigen. For example, although 
preferred recombitope peptides of die invention do not bind IgE, certain recombitope 
peptides derived from protein allergens may be capable of binding allergic patient 
IgE. These recombitope peptides could be used in skin testing as an accurate assay 
for specific Immediate Type Hypersensitivity (TTH) in an individual to the protein 
allergen from which the recombitope peptide is derived The allergens for eliciting 
the ITH response could also be recombinant produced allergens, biochemically 
purified allergens from natural sources in addition to recombitope peptides with the 
only requirement being a high degree of specific IgE reactivity. Recombitope 
peptides which show no, or very low, reactivity with human IgE but comprise T cell 
epitopes reactive with a protein allergen can be used to elicit a Delayed Type 
Hypersensitivity (DTH) reaction in an individual sensitive to the allergen from which 
- - the epitopes are derived The allergen forms for generating the DTH response can be 
isolated recombitope peptides, recombinant allergens or chemically modified natural 
or recombinant allergens (e.g., KOH treated TRFP). Again, a major requirement of 
the DTH provoking allergen/antigen is lack of IgE binding reactivity, or if such 
binding occurs, lack of mediator release from mast cells or basophils and the ability 
to stimulate T cells in an individual upon administration. A positive DTH is 
indicative of T cells of the individual specific for the epitopes within the recombitope 
peptide. In general, recombitope peptides are larger molecules than peptides which 
comprise an individual T cell epitope and are thus advantageous for DTH testing. 
Since the recombitope peptides are larger molecules, it is believed that they should 
reside in the skin (site of injection) allowing for the influx of T lymphocytes and 
other cells that contribute to the DTH skin response. 

« The ITH reaction, which occurs within 15 to 30 minutes of skin testing, can 

be used in combination with a DTH reaction, with the DTH reaction appearing 48-72 

* hours later. It is the combination of these assays, for two different types of allergic 

disease related reactivities, that represents a novel diagnostic formulation. The 
application to the skin during skin testing with a recombitope peptide may require a 
different format for eliciting one response versus another (TTH vs DTH). For 
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example, the HH reaction may be elicited in an individual by prick testing with a 
very small quantity of a therapeutic composition comprising a recombitope peptide 
Cm this case the an IgE reactive recombitope peptide), and a pharmaceutical* 
acceptable carrier or diluent To elicit a D1H reaction, a large amount of a 
therapeutic composition comprising a recombitope peptide On this case anon-IgE 
reactive recombitope peptide) and a pharmaceutically acceptable carrier or diluent as 
applied by an intradermal injection or tine test form (both are used for TB testing by 
DTH). SeelmmMotaOQ^^^ (eds),C.V. 
Mosby Co. Gower Medical Publishing, London, NY, pp. 19.2-19.18; pp.22.1-22.10. 
FoUowing diagnosis with recombitope peptides of the invention individuals can be 
selected for specific desensitization therapy by defining, in one test set, IgE reactivity 
and T epitope reactivity. 
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Claims 

1. An isolated recombitope peptide comprising at least two regions each having 
human T cell stimulating activity, said regions each comprising at least one T 
cell epitope of a protein allergen, said regions derived from the same or from 
different protein allergens. 

2. An isolated recombitope peptide of claim 1 comprising at least three regions 
each having human T cell stimulating activity. 

3. An isolated recombitope peptide of claim 1 wherein the regions are arranged 
in a configuration different from a naturally-occuning configuration of the 
regions in a protein allergen. 

4. An isolated recombitope peptide of claim 3 wherein the regions are derived 
from die same protein allergen. 

5. An isolated recombitope peptide of claim 1 wherein the regions are derived 
from die same protein allergen and wherein the regions are arranged in a 
noncontiguous configuration. 

6. An isolated recombitope peptide of claim 5 wherein the noncontiguous 
regions are defined by amino acids and wherein the protein allergen from 
which the regions are derived comprises amino acids arranged in a sequential 
order from an amino terminus to a carboxy terminus and wherein said 
noncontiguous regions of die recombitope are arranged in a nonsequential 
order. 

7. An isolated recombitope peptide of claim 1 wherein at least two of the regions 
are derived from different protein allergens from the same genus. 

8. An isolated recombitope peptide of claim 7, wherein the genus is selected 
from the group consisting of : the genus Pfrr^a^nphagoides: the genus Eelis: 
the genus Amhmsia; the genus Lolium : the genus Cryptomma; the genus 
Altemaria: Jfre genus Aider , the genus JBetuIa : the genus QlieXEUa; die genus 



WO 93/08280 



PCT/US92/08694 
36 

Olea; the genus Artemisia; the genus Hamasa the genus Earieiaria; the genus 
Canine: the genus BlaBslla; the genus Apis; and the genus Emplaned 

9. An isolated tecombitope peptide of claim 7 wherein the at least two regions 
are derived from cross-reactive species. 

10 An isolated recombitope peptide of claim 9 wherein the recombitope peptide 
comprises at least one region derived from Damatoph^goides plsmnjssiifflJL 
and at least one region derived from rHfflnafopharoMffi farinas. 



11. 



12. 



13. 



An isolated recombitope peptideof claim 1 wherein at least two of the regions 
are derived from different protein allergens of the same species. 

An isolated recombitope peptide of claim II wherein the recombitope peptide 
is selected from the group consisting of a recombitope peptide comprising: 

a) one region derived from Deep. I and one region derived from DfiLft H; 

b) one region derived from DsLfl and one region derived from Esi-f ^ 

c) one region derived from Amb_al and one region derived from Amb_a H; 

d) one region derived from LoLp I and one region derived from LpJ_p IX; and 

e) one region derived from CsyJ I and one region derived fromCryjn. 

An isolated recombitope peptide of claim 1 wherein at least two of the regions 
are derived from different protein allergens of the same group. 



14. An isolated recombitope peptide of claim 13 wherein the recombitope peptide 
comprises at least one region derived from Der_p. I and one region derived 
fmm DerfL 

15. An isolated recombitope peptide of claim 1 wherein at least two of the regions 
are derived fiom different protein allergens of the same family. 

16. An isolated recombitope peptide of claim 15 wherein at least two of the 
regions are each derived from the group consisting of Affib_2 LI, AmLa IX 
AmLaO, and AffiLaI.4. 

17. An isolated recombitope peptide of claim 1 which has minimal 
immunoglobulin £ stimulating activity. 
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18. An isolated recombitope peptide of claim 5 which has minimal 
immunoglobulin E stimulating activity. 

19. An isolated recombitope peptide of claim 1 which binds immunoglobulin E to 
a substantially lesser extent than protein allergens from which the regions are 
derived binds said immunoglobulin E. 

20. An isolated recombitope peptide of claim 5 which binds immunoglobulin E to 
a substantially lesser extent than the protein allergen from which the regions 
are derived binds said immunoglobulin E. 

21. An isolated recombitope peptide of claim 1 which does not bind 
immunoglobulin E specific for a protein allergen, or if binding of the 
recombitope peptide to said immunoglobulin E occurs, such binding does not 
result in release of mediators from mast cells or basophils in a substantial 
percentage of individuals sensitive to said protein allergen. 

22. An isolated recombitope peptide of claim 5 which does not bind 
immunoglobulin E specific for a protein allergen, or if binding of the 
recombitope peptide to said immunoglobulin E occurs, such binding does not 
result in release of mediators from mast cells or basophils in a substantial 
percentage of individuals sensitive to said protein allergen* 

23. An isolated recombitope peptide of claim 1 which, upon administration to an 
individual allergic to said protein allergen or allergens from which the 
recombitope peptide is derived, modifies the allergic response of die 
individual to said protein allergen or allergens. 

24. An isolated recombitope peptide of claim 5 which, upon administration to an 
individual allergic to said protein allergen or allergens from which the 
recombitope peptide is derived, modifies the allergic response of the 
individual to said protein allergen or allergens. 



25. 



An isolated recombitope peptide of claim 1 wherein die regions are selected 
from the group consisting of peptide X, peptide Y, peptide Z, peptide A, 
peptide B, and peptide C, each as shown in Fig. 4. 
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26. An isolated recombitope peptide of claim 25 wherein the regions comprise 
peptide X, peptide Y, and peptide Z each as shown in fig. 4. 

27 An isolated recombitope peptide of claim 25 wherein the regions comprise 
peptide X, peptide Y, peptide Z, peptide A, and peptide B, each as shown in 
Fig. 4. 

28. An isolated recombitope peptide YZX comprising peptide Y, peptide Z and 
peptide X, in sequential order, each peptide as shown in Fig. 4. 

29 An isolated recombitope peptide of AYZXB comprising peptide A, peptide Y, 
peptide Z, peptide Y and peptide B in sequential order, each peptide as shown 
in Eg. 4. 

30. An isolated recombitope peptide of claim 1 including a proteolytic site 
inserted between at least two of said regions. 

31. An isolated recombitope peptide of claim 1 wherein the regions each 
comprise at least two T cell epitopes of a protein allergen. 

32. An isolated peptide of a protein allergen of the genus Eels, said peptide 
comprising at least one T cell epitope of said protein allergen, said peptide 
comprising an amino acid sequence selected from the group consisting of the 
amino acid sequence as shown in Eg. 4 of peptide A and peptide B. 

33. A nucleic acid sequence coding for a recombitope peptide of claim 1 or the 
functional equivalent of said nucleic acid sequence. 

34. A nucleic add sequence coding for a recombitope peptide of claim 5 or the 
functional equivalent of said nucleic acid sequence. 

35 An isolated recombitope peptide comprising at least two regions derived from 
the same or from different protein antigens, said recombitope peptide having 
human T cell stimulating activity. 

36. An isolated recombitope peptide of claim 35 wherein the protein antigens 
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An isolated recombitope peptide of claim 35 comprising at least three regions. 



38. An isolated recombitope peptide of claim 35 wherein the regions are arranged 
in a configuration different from a naturally-occurring configuration of the 
regions in a protein antigen. 

39. An isolated recombitope peptide of claim 38 wherein the regions are derived 
from the same protein antigen. 

40. An isolated recombitope peptide of claim 35 wherein the regions are derived 
from the same protein antigen and wherein the regions are arranged in a 
noncontiguous configuration. 

41. An isolated recombitope peptide of claim 40 wherein the noncontiguous 
regions are defined by amino acids and wherein the protein antigen from 
which the regions are derived comprises amino acids arranged in a sequential 
order from an amino terminus to a carboxy terminus and wherein said 
noncontiguous regions of the recombitope peptide are arranged in a 
nonsequential order. 

42. A therapeutic composition comprising a recombitope peptide of claim 1 and a 
pharmaceutical^ acceptable carrier or diluent 

43. A therapeutic composition comprising a recombitope peptide of claim 5 and a 
pharmaceutical^ acceptable carrier or diluent 

44. A therapeutic composition comprising a recombitope peptide of claim 7 and a 
pharmaceutical^ acceptable carrier or diluent 

45. A method of treating sensitivity to a protein allergen in an individual, 
comprising administering to die individual a therapeutically effective amount 
of the composition of claim 42. 

46. A method of treating sensitivity to a protein allergen in an individual, 
comprising administering sequentially to the individual two different 
compositions of claim 42 in a therapeutically effective amount 
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47 A method of mating sensitivity to a protein allergen in an individual, 
comprising administering to the individual a therapeutically effective amount 
of the composition of claim 43. 

48. A therapeutic composition comprising a recombitope peptide of claim 35 and 
a pharmaceutically acceptable carrier or diluent 

49. A therapeutic composition comprising a recombitope peptide of claim 36 and 
a pharmacenticallv acceptable carrier or diluent 



50. A therapeutic composition comprising a recombitope peptide of claim 40 and 
a pharmaceutically acceptable carrier or diluent 

51 A method of treating sensitivity to a protein allergen in an individual 
comprising administering to the individual a therapeutically effective amount 
of the composition of claim 48. 

52. A method of treating sensitivity to a protein allergen in an individual, 
comprising administering to the individual a therapeutically effective amount 
of the composition of claim 49. 

53. A method for detecting specific Delayed Type Hypersensitivity in an 
individual to at least one protein allergen, comprising administering to the 
individual a Delayed Type Hyperseiisilrvity test utilizing a modified from of 
said at least one protein allergen or a portion thereof, or said at least one 
protein allergen produced recombinandy, or a recombitope peptide 
comprising at least two regions derived from said at least one protein allergen, 
each of which has human T cell stimulating activity and each of which does 
not bind immtmoglobulinE specific for said at least one protein allergen, or if 
binding of the recombitope to said immunoglobulin E occurs, such binding 
does not result in release of mediators from mast cells or basophils in a 
substantial percentage of mdividuals sensitive to said at least one protein 
allergen, and deterniming the extent to which a specific Delayed Type 
Hypersensitivity reaction occurs in the individuaL 

54. A method of claim 53, wherein the regions each comprise at least one T cell 
epitope of said at least one protein allergen. 
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55. A method for determining in individuals the presence of immunoglobulin E 
specific for at least one protein allergen and the ability of T cells of the 
individuals to respond to T cell epitope(s) of said at least one protein allergen, 
comprising the steps of: 

a) administering to the individuals an Immediate Type 
Hypersensitivity test utilizing said at least one protein allergen or a portion 
thereof, or a modified form of said at least one protein allergen or a portion 
thereof, each of which binds immunoglobulin E specific for said at least one 
protein allergen; 

b) determining whether a specific Immediate Type Hypersensitivity 

reaction occurs; 

c) adnrinisteringtoanmmvidualpriorto.sim^ 

subsequent to administration of the Immediate Type Hypersensitivity test in 
step (a), a Delayed Type Hypersensitivity test utilizing a modified form of 
said at least one protein allergen or a portion thereof, or said at least one 
protein allergen produced recombinandy, or a recombitope peptide 
comprising at least two regions derived from said at least one protein allergen, 
each of which has human T cell stimulating activity and each of which does 
not bind immunoglobulin E specific for said at least one protein allergen, or if 
binding to said immunoglobulin E occurs, such binding does not result in 
release of mediators from mast cells or basophils in a substantial percentage 
of a population of individuals sensitive to said at least one protein allergen; 
and 

d) determining whether a specific Delayed Type Hypersensitivity 
reaction occurs. 

56. A method of claim 55 wherein the regions of the recombitope peptide each 
comprise at least one T cell epitope of said at least one protein allergen. 

57. A method of detecting and treating sensitivity in an individual to at least one 
protein allergen, comprising the steps of : 

a) administering to the individuals an Immediate Type 
hypersensitivity test utilizing said at least one protein allergen or a portion 
thereof, or a modified form of said at least one protein allergen or a portion 
thereof, each of which binds immunoglobulin E specific for said at least one 
protein allergen; 

b) determining whether a specific Immediate Type Hypersensitivity 
reaction occurs; 
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c) administering to an individual having a specific Immediate Type 
Hypersensitivity reaction a Delayed Type Hypersensitivity test utilizing 
amodified form of said at least one protein allergen or aportion 
thereof, or said at least one protein allergen produced recombinant^, or 
a recombitope peptide comprising at least two regions derived from 
said at least one protein allergen, each of which has human T cell 
stimulating activity to said at feast one protein allergen and each of 
which does not bind immunoglobulin E specific for said at least one 
. protein allergen, or if binding to said immunoglobulin E occurs, such 
binding does not result in release of mediators from mast cells or 

^"aO detennining whether a specific Delayed Type Hypersensitivity 

reaction occurs; and 

e) adininistermgtothefedivM^ 
Hypersensitivity reaction and a specific Delayed Type Hypersensitrvity 
reaction a therapeutically effective amount of a therapeutic 
o>mpositioncomprismgmemo^ 

allergen or said portion thereof of step (c), or said recombinant^ 
produced protein allergen of step (c), or said recombitope peptide of 
step (c) and a pharmaceutical^ acceptable carrier or diluent. 

58 A method of claim 57 wherein the regions of the recombitope peptide each 
comprise at feast one T cell epitope of said at least one protein allergen. 

59. A method for designing the recombitope peptide of claim 35, comprising the 
steps of: 

a) reviewing the known protein structure of an antigen; 

b) theoretically dividing the antigen into at least two peptide regions 

of desired lengths; 

c) theoretically arranging said at feast two peptide regions to form 
at least one recombitope peptide in which the peptide regions are 
rearranged in a noncontiguous order, 

d) producing at least one recombitope peptide having the 
configuration of the at feast one recombitope peptide of step (c); and 

e) determining whether the at least one recombitope peptide of step 
(d) has human T cell stimulating activity. 



60. A method of claim 59 further comprising the step of: 
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f) determining whether the recombitope peptide found to have human 
T cell stimulating activity in step (e) binds immunoglobulin E specific 
for the antigen of step (a). 

61. A method of claim 59 wherein in step (b) the antigen is divided into 
overlapping regions of desired lengths. 

62. The method of claim 59 wherein there is known at least one T cell epitope of 
the antigen or at least one region of the antigen having human T cell 
stimulating activity and wherein in step (b), said region having human T cell 
stimulating activity or said T cell epitope is utilized as at least one of said 
peptide regions. 

63. A method of claim 59 wherein in step (b) the antigen is divided into regions 
according to an algorithm. 

64. A method of claim 59 wherein die protein antigen comprises a protein 
allergen and wherein step (b) further comprises producing said peptide 
regions and determining whether said peptide regions bind immunoglobulin E 
specific for the allergen of step (a), and if such peptide regions bind IgE, 
whether such binding causes the release of mediators from mast cells or 
basophils, and wherein in step (c) the peptide regions that bind 
immunoglobulin E specific for the allergen of step (a) and cause the release of 
mediators from mast cells or basophils are not included in die peptide regions 
arranged to form die at least one recombitope peptide. 

65. An isolated recombitope peptide comprising at least two T cell epitopes 
derived from die same or from different protein antigens. 

66. An isolated recombitope peptide of claim 65 comprising at least three T cell 
epitopes. 

67. A method of treating sensitivity to a protein antigen in an individual 
comprising administering sequentially to die individual at least two different 
isolated recombitope peptides, each recombitope peptide comprising at least 
two human T cell epitopes derived from the same or from different protein 
antigens, in a therapeutically effective amount 
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A method of treating sensitivity to Ms tomeslisas. in an individual 
comprising administering sequentially to the individual at least two different 
peptides selected from the group consisting of: peptide X; peptide Y; peptide 
Z; peptide A; peptide B; and peptide C. each as shown in Kg. 4, in a 
therapeutically effective amount 

69. A composition comprising at least two isolated recombitope peptides, said 
recombitope peptides each comprising at least two T cell epitopes derived 
from die same or from different protein antigens. 

70. A composition comprising at least two isolated recombitope peptides, said 
recombitope peptides each comprising at least two regions each having human 
T cell stimulating activity, said regions each comprising at least one T cell 
epitope of a protein antigen, said regions derived from the same or from 
different protein antigens. 

7L A composition comprising at least two isolated recombitope peptides, said 
recombitope peptides each comprising at least two regions derived from the 
same or from different protein antigens, said recombitope peptides each 
having human T cell stimulating activity. 

72. An isolated recombitope peptide comprising at least two regions each having 
human T cell stimulating activity, said regions each comprising at least one T 
cell epitope of a protein antigen. 

73. An isolated recombitope peptide of claim 72 wherein the protein antigen is an 
antoantigen. 

74. An isolated recombitope peptide of claim 73 wherein the autoantigen is 
selected from the group consisting of. insulin; myelin basic protein; rh factor, 
acetylcholine receptors; thyroid cell receptors; basement membrane proteins; 
thyroid proteins; PM-1; gmtamic acid decarboxylase (64K); and 
carboxypeptidase H. 

75. An isolated recombitope peptide of claim 72 wherein the regions are arranged 
in a configuration different from a iialutaUy^ccnmng configuration of me 
regions in a protein antigen. 
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76. An isolated iecombitope peptide of claim 72 wherein the regions are arranged 
in a noncontiguous configuration. 

77. An isolated recombitope peptide of claim 76 wherein the noncontiguous 
regions are defined by amino acids and wherein the protein antigen from 
which die regions are derived comprises amino acids arranged in a sequential 
order from an amino terminus to a carboxy terminus and wherein said 
noncontiguous regions of the recombitope peptide are arranged in a 
nonsequential order. 

78. An isolated recombitope peptide of claim 72 which does not bind 
immunoglobulin specific for said protein antigen in a substantial percentage 
of individuals sensitive to said protein antigen. 

79. An isolated recombitope peptide of claim 73 wherein the regions are arranged 
in a configuration different from a naturally-occurring configuration of the 
regions in a protein antigen. 

80. An isolated recombitope peptide of claim 73 wherein the regions are arranged 
in a noncontiguous configuration. 

81. An isolated recombitope peptide of claim 80 wherein the noncontiguous 
regions are defined by amino acids and wherein the protein antigen from 
which the regions are derived comprises amino acids arranged in a sequential 
order from an amino terminus to a carboxy terminus and wherein said 
noncontiguous regions of the recombitope peptide are arranged in a 
nonsequential order. 

82. 'An isolated recombitope peptide of claim 73 which does not bind 
immunoglobulin specific for said autoantigen in a substantial percentage of 
individuals sensitive to said protein antigen. 

83. A nucleic acid sequence coding for a recombitope peptide of claim 72 or die 
functional equivalent of said nucleic acid sequence. 

84. A therapeutic composition comprising a recombitope peptide of claim 78 and 
a pharmaceutical^ acceptable carrier or diluent 
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85. A therapeutic composition comprising a recombitope peptide of claim 76 and 
a pharmaceutically acceptable carrier or diluent 

86. A therapeutic composition comprising a recombitope peptide of claim 80 and 
a pharmaceutically acceptable carrier or diluent 

87. A therapeutic composition comprising a recombitope peptide of claim 82 and 
a pharmaceutically acceptable carrier or diluent 

88. A method of treating sensitivity to a protein antigen in an individual, 
comprising adnumstering sequentially to the individual two different 
compositions of claim 84 in a therapeutically effective amount 

89. A method of treating sensitivity to a protein antigen in an individual, 
comprising administering sequentially to the individual, two different 
compositions of claim 87 in a therapeutically effective amount 

90. A composition comprising at least two isolated recombitope peptides, said 
recombitope peptides each comprising at least two regions each having human 
T cell stimulating activity, said regions each comprising at least one T cell 
epitope of a protein antigen. _ 

91. A method of determining in individuals the presence of immunoglobulin 
specific for a protein antigen and the ability of T cells of the individuals to 
respond to T cell epitope(s) of said protein antigen, comprising the steps of. 

a) combining a first blood sample or at least one portion of a first 

blood sample obtained from an individual with said 
protein antigen or a portion thereof, or a modified form of said 

protein 

antigen or a portion thereof, each of which binds immunoglobulin 
specific for said protein antigen, under conditions appropriate for 
binding of blood components with said protein antigen, modified 
protein antigen or a portion of either of said antigens; 

b) determining whether binding occurs; 

c) combining a second blood sample or a second portion of said first 
blood sample obtained from an individual found 

to have binding of blood components in step (b), with a recombitope peptide 
comprising at least two regions derived from said protein antigen, said 
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rccombitope peptide having human T cell stimulatingactivity to said protein 
antigen and which does not bind immunoglobulin specific for said protein 
antigen in a substantial percentage of a population of individuals sensitive to 
the antigen; and 

d) determining whether T cell stimulation occurs. 

92. A method of detecting and treating sensitivity in an individual to a protein 
antigen, comprising the steps of : 

a) combining a first blood sample or at least one portion of a first 
blood sample obtained from the individual with said protein antigen or a 
portion thereof, or a modified form of said protein antigen or a portion 
thereof, each of which binds immunoglobulin specific for said protein 
antigen, under conditions appropriate for binding of blood components with 
said protein antigen, modified protein antigen or a portion of either of said 
antigens; 

b) determining whether binding occurs; 

c) combining a second blood sample or a second portion of said first 
blood sample obtained from the individual found to have binding of blood 
components in step (b), with a modified form of said protein antigen or a 
portion thereof, or said protein antigen produced rccombinantly, or a 
rccombitope peptide comprising at least two regions derived from said protein 
antigen, each of which has human T cell stimulating activity to said protein 
antigen and each of which does not bind immunoglobulin specific for said 
protein antigen in a substantial percentage of a population of individuals 
sensitive to the protein antigen; 

d) determining whether T cell stimulation occurs; and 

e) administering to the individual found to have binding in step (b) 
and T cell stimulation in step (d) a therapeutically effective amount of a 
therapeutic composition comprising the modified form of said protein 
antigen or said portion thereof of step (c), or said rccombinantly produced 
protein antigen of step (c), or said rccombitope peptide of step (c) and a 
pharmaceutical^ acceptable carrier or diluent 

93* A method for detecting specific Delayed Type Hypersensitivity in an 
individual to at least one protein antigen, compising administering^ to the 
individual a Delayed Type Hypersensitivity test utilizing a modified form of 
said at least one protein antigen or a portion thereof, or said at least one 
protein antigen produced rccombinantly, or a rccombitope peptide comprising 
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at least two regions derived from said at least one protein antigen, each of 
which has human T cell stimulating activity and each of which does not bind 
immunoglobulin specific for said at least one protein antigen in a substantial 
percentage of a population of individuals sensitive to said at least one protein 
antigen, and determining the extent to which a specific Delayed Type 
Hypersensitivity reaction occurs in the individual. 

94 A method of treating sensitivity to Eelis. taesfe in an individual 
comprising administering simultaneously to the individual at least two 
different peptides selected from the group consisting of: peptide X; peptide 
Y; peptide Z; peptide A; peptide B and peptide C, each as shown in Rg. 4, in 
a therapeutically effective amount 

95 A composition comprising at least two isolated peptides, said peptides 
selectedfrom the group consisting of peptide X; peptide Y; peptide Z; peptide 
A* peptide B; and peptide C, each as shown in Fig- 4. 

96. A composition of claim 9 wherein said two isolated peptides comprise peptide 
X and peptide Y. 

97. An isolated recombitope peptide of claim 1, wherein the regions are selected 
from the group consisting of a peptide comprising all or a portion of amino 
add residues 84-106 of human MBP; a peptide comprising all or a portion of 
amino acid residues 84-102 of human MBP; a peptide comprising all or a 
portion of amino acid residues 89-101 of human MBP; a peptide comprising 
an or a portion of amino acid residues 140-172 of human MBP; and a peptide 
comprising all or a portion of amino acid residues 143-168 of human MBP. 

98. A composition comprising at least two isolated peptide, said peptides selected 
from the group consisting of a peptide comprising all or a portion of amino 
acid residues 84-106 of human MBP; a peptide comprising all or a portion of 
amino acid residues 84-102 of human MBP; a peptide comprising all or a 
portion of amino acid residues 89-101 of human MBP; a peptide comprising 
all or aportion of amino add residues 140-172 of human MBP; and a peptide 
comprising alloraportion of amino acid residues 143-168 of human MBP. 

99. A method of treating multiple sclerosis in an individual comprising 
.* administering to the individual at least two different peptides selected from 
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the group consisting of a peptide comprising all or a portion of amino acid 
residues 84-102 of human MBP; a peptide comprising all or a portion of 
amino acid residues 89-101 of human MBP; a peptide comprising all or a 
portion of amino acid residues 140-170 of human MBP; a peptide comprising - 
all or a portion of amino acid residues 143-168 of human MBP; and a peptide 
comprising all or a portion of amino acid residues 145-163. 
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